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[»#3C 3 ] 1 IBIS©* * y - - y £ £- ttft$£ 2 fi«CD * * y - 

->^JB3ry h&;gv^#?>;tx5£K MCH SLC- 1 ^fett-g- 

[»#^ 4 ] &A!8iig7* & & it^js 3 fB4fio^fb^« * it -e 

[^*^5] fBM#-^: 1 1 T*mznz>T$ j mmm*^-? & $ y m.&t=. 

Hf#£9] »*#^aK^h>/\>*-ttJ|K:j:yai«a*lfeMCH*fetijK i n/ 
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[*8w<z>ffl&Mfc»ijin 

[0 0 0 1] 

*-77>I/t^^-gatt$SSLC-l (FEBS Letters 398 
(1996) 253-258fc*f) *fclif«MCH (* ^-^m**^ ; Melanin 
Concentrating Hormone (Endocrinology, vol.125, 1660-1665 (1989) & if) % 

[0 0 0 2] 
[&3fc©i£ffi] 

t h>7V A*^Mffi$tlfetl hSSLC-1 (FEBS Letters 398 (1996) 253- 
258) £<fctf^y h ©fig© c DN A^-f y -J^e> JiffiStlfc^ y hMS LC 
- 1 (Biochimica et Biophysica Acta 1401 (1998) 216-220) l£G?geg&4& 

nut^*-s&s^i4 7 m^«3®M i/ -fe ^ # - n * % © r* & *k ik# < 
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MS^t9:Ml/1r^^-©U^> K£I^LfcMttffc4>fc<, SLC - 1 lcov> 
[0 0 0 3] 

*-7T>ls-tezf*-m&KT*$>Z> SLC-l izM-r&Vifz/ K©fii^t. 

[0 0 0 4] 

mm zm&:-? z> t=. #> a>^m 

*#6^#e>tt> SLC- 1 5:3- K-f £ c DN A ^Sfc^^g^-frfciji 

f&^U SEJKU^^KtfMCH (^^^>^^;i/^E> ; Melanin Concentrat 
ing Hormone) 3. £ £ Mffi L fc„ 

MSLC-1 yifcSHTO, (FEBS Letters 398 

(1996) 253-258, WO 96/18651^) £ liJlfcS$T3[& B2#JT*& S £ t IrlfB Lfc 

o 

[0 0 0 5] 

( 1 ) ^7i>lI*M>(MCH)t)U < tt-£©S§##£ S 
LC- 1 *fc«^•©^S:ffiv^Sz:^:?:#ei^i:•rSMCH^fe^i-?•©^^l S LC- 
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1 ^r^tt(D&ii<Dm^iti:mt^^t^tt^t^<D^<D^^V~-y^ 

(2) MCH*L<l**(Dmm&ilkiHZ*<D1&lSJ:TfSLC- 1 
**t*itt1»ti:tiMCH*feH:tO«i:SLC-i*feH:f<D*4:©8 

(3) ±ffi (l) mm(D^{7 V -->^^t-it±m (2) iB«CD**y-- 

(4) tommmn*>*±m (3) ett<z>ft;6*sfcti:*®aL 

(6) ±fi (5) K«©*>/t^jBt€:a-K'rsi6a£ffiW&^'r*DNAS:^ 
tSDNA, 

(7) MCHWjt# : 2T?*S*i*y$y*KWfcH-fcL<tt»ttK:H 
-©75 ;tKWft*ft«y<^ K-eft*±B (l) B*<D**y 

&££&±SB (2) IH^tf);** y -- yifm^v K 

(8) 35#fttf££|##: 2-e^Stl*r^/»l!W<5[)N5rcSB^e>»5#B«;^ 

*5#B*v*L*l 9«©»4MB»fc*****y*KT?*SJ:K (1) flB* 

©**y ( 2 ) «CD^^y-^>^«^ y k 

d o) xj\'h>s\y*-&miz£>)mmznfcMCH3Lt^*#jvh>/\>*- 

(li)S 
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Met-l^u-Aig^Met-I^^ly-A^-Val-T^-ATE-PTO^s-T^-Gln-Val-OH 



[0 0 0 6] 

(12) 5 1 lT*fcS*i*T5 /MB*U:W-%» 

(1 3) mvm^z 5S&t*tt*r**: 1 lTf*fcSti*T^y»B»0ifi©l0 
■#±3 0<@S*T, «F*b<ttl««_fci 0jBHT®7^i#^bfe7§;i 
B0ff, B3T**: 5*fc(*fias*: i i T ^$ti^y 3 J »n*rc 1 «BU: 
3 0MOT, #*^<ttl«JK±l 0«JKT(Z>r$yK^#j»Lfc (3;fcti:#A 

57 " 7 iK »*® 1 *#-t 3 0 MJ«T. L < a 1 «jbu: i o «JKT©T $ 

2) ia«©s lc- i *fctt-e©£jfci;**&tf&*i 5o 

(1 5) SBfttf. K**#: 2Tf*fcan*T$/»BW©10JK±io« 
*: 2Tf*fcSn*T^y»KWK:i«JB(±l 0«KT. L < tt 1 «BU: 5 
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*-K-c&*_tiB (14) mmm<DMCH&v<i**<Dmmfcitt=.i$*<Di&&¥-& 

[0 0 0 7] 

U#>F (MCH) H&m& (SLC-l) <D&&m&. ZW % 

wsMCH^fft, slc- i.gsc3g#«sif) #an& 
7M2#I*©7^ ,/&©^fi<fjci^— ^tittbttt, fetxli^CDT^ JWt 

o 

[0 0 0 8]: 

*»9!"e»vx-e>ti* s lc - i £fci«0>i& oar, #tcs lc - i tssirr 

#H!9!T*JBV*e>*l,<5 S LC- 1 fc«fct5MCH£ bttt, H K ?&Jfili&% (M*. 
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is, moo. #«, uf, ist^ mitm. jfew, vM^if) 

©ffilC, BJ#|#-j§- : 5*fcttgg^rj## : l l T*&t>2tl2> 7 ^ J B*K*!J&-£;£-r 

bb^j##: 2t^fc$nsr^ yMe^ufc-g-^s^y^^- K&if<z>tf&c u 

^ttfc^Stfy^^Kfciftf^tf fetiS. ^*tttJC|»©8Ht i: Ltd flf 

3££ ft if jK U if J*& o T VAT <fc V> 0 

[0 0 0 9] 

2. «8J##: 5 £ «fBjrj## ; i 1 T?3ia*l*y 3 y»B»rjfcif 
mtSiKU^^ KttC5fcS#»S:&;i/jK*2/;i/3S (-G00H)*fctt*;i,jK* 
«/ l/-h (-COO")T*S78«, C5R«««T^ K (-C0NH 2 )*felio:^^;i/(-C00R)T* 

>r y^ni^i/fci^ttn-^^fcifoc^r/b^tS, ^^n^>^;w 

_ 12 7U-^S. ^Oi/VK -7zL%?-fr* /<>xt Ky;i/ftif©^ai^;i/-c 1 _ 2 
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#?8l8T*JBV^*lSS LC- 1 S«|:t)fMCH©igi:lTll &M¥miZWtm2 

, tsa^, vy^m. ts^vm, &&mm. <y 

Hy?\to*ym) tcD&&£f#/gvNbn5e 

*^T*MV^^lSSLC-lfcJ:tfMCHtt 2tfPCD:£& (#I> FEBS Lette 
rs 398 (1996) 253-258, WO 96/18651#|a^©^&) BJJ*k M h 

^uskm^omm s t=. amm* h # u ^ ^ k z mm-r -s \z & ^ x s 
mmM&fa *t&m-r & z: £ ic £ o t ^sga§t-s z: ^ 

#U «lSJ&if©tt«*fcttl|ffJB.€:3j%^S?^>f XLfe^ & if -ettfli 

[0 0 10] 

_tlHbfc«t^lC^©T*Mv>e>tlSS LC- 1 fc<fctfMCH«:, 

(*<rf3- K) ©^f£2SiCt£oT, fe&V^iS LC- 1 i3«fctf/^fcttM 

nzn (^^K) fcSSBi-rsz: ttf-e^s. ^©^^^^©st^i: 
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® M. Bodanszky H.A. Ondetti, K S/>ir$/><. (Peptide Synthe 

sis), Interscience Publishers, New York (1966^) 

(D Schroederfc itJtLuebke, if K(The Peptide), Academic Press, New 

York (1965^) 

® «zr* ^^(Dmmtm^ nmm) (197550 

® &mmm &zvffim&^ &<t&mm.n& u *>A*w<Ditmv. 205, 

(1977*£) 

© Zzmmmmm. mmm&omft mim &n\mm 

K) tfmmftT'&zm&te. &&<D^mz&^T&m&mz&m-t2>zLi:tfT*% 

[0 0 11] 

S LC- 1 fc£tfMCHCD7^ Ktttt* T ^ K^ffclCig LfcrfriR©^:^ K^- 

WHS. t Kn3f£/*^;i/*ifBi. 'OXt: KU ;i/7S ><tffl§, 7$ ^ *^;Htffli, 

ffilii, PAM^flg. 4 -fc: KD^$/^^;i/^^;i/7o:^;i/7ir b75 K*^/b£fBM 
, TV y ;i/7^ K«flg, 4- (2' ,4*-^;* h3f$/7m;i/-fc: Kn^rS/* 
*■/!/) 7 3lJ *ri/m^ 4- (2* ,4'-^^ oi-;1/-Fboc7^ 

) 7i;f */mm *e *mvfz> z n ttx- £s 0 3©<te> & wai & m v v <* - 
*>*>a*® c^y^K) ^mvm-tummz^m^mm^m^L, &mizfoc 
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34xe>Jcj;S^tt>fblcii^-fe^^ai©I^Anm (MUlt. HOBT, HOOBTfci;*)££% 

;i//ft;i/i*y$ F, N, N-^f;i/7th7 5 F, N-^^^bTn U K»5fc^© 

— rum. r-feh — hu;K yn tr^i-n h u;i/*if©- h u Be&;*^;i/, 
flf& x ^ ;i/ £ © x ^ -T- )i> m %> z> v * fcfc z: ti e> © ate © ^ &m & £ v > ti -5 o 

Jtil^Sn, ®S^-2 O-C-5 OTC©^H^e>33iJC^$tl<2>o TSttftStlfc 
7^y»R##ttjHiH. 5&V*L4^igf(f-eJBV%e>*l£> 0 x>t: FU >MJS$: 

M^T^ /^CDT^ ITU Z, Boc % #-*/^y 

>^;i/^-^ri/*;i/^x;i/, Cl-Z. Br-Z; Y 1/1- JV* fr-ft—fr, H'J7 

10 ffi|E#2 0 0 0- 3 00 2 820 
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fc**-5?>©>f ^ ^y-;i/©«MSi:bTli, Tos, 4-* h3f S/-2,3,6-h U 
^^■/l/'O'tfS/^/l/jfc— DNP, 'OS?;!/;*-*^/* Bum, Boc, Trt, Fnoc 

2,4,5-h'j^nn7x;-;i/, 2,4-^hD7i;-M S/7/ ;*3 1 ;^7;^=r- 
;K Nn/7 3iy honb, N-t Kn^i/x^i/^ K, N-t:Kn^>>7^ 
;i/>f^K, hobt) iionix^;!/] &£##tfe>*i5. M^or^ ysafSSfbS 

[0 0 12] 

SM^ift)#lf *>*i£„ ±KSfc««K:J:«KIBfijStt— «ic- 2 0TC~4 0*0 
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2f ic «fc s t;u^7 y *raic & o t *» $ ti s „ 

SLC-lfeJ:t?MCH©75Ki*:S:ra©Mi:bTii, £-f, 2iJUtf*r 

Ki&fa©«fi * T'j^ii l k*© n ^sg© a — t ^ j m&um 

K ($feij:7^;i) fc&»3SU K&JtffiUfc J: 3 

S LC - 1 ^^^MCHcDni^^^flc&^eiCtt^^jK^rS/^Sgr^ S WtO a 
x 7. *r ft £ # 5 ^ £ # T* # -5 o 

ch©M7^ jmtfX&L&'tzfr h\ i^7$ y^tcffior^ y&##inb 
h, jifao)ia««>^^^ K*fett®jcia«<z)/<^ KtffcfiMfcsnfcfc©*: 
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£\ S LC- 1 £<D&&ffi&mir&&(DT'2btllXtift<D : b<DT'2b-oX : b&^ e 
x ^ t- JU £ tc It © & if if e> tl £ . 

se>ic s lc- i *m^Tqm<D*>7 v-->yzff$m&iz. mzm&L 

rii, ge#i##: 2cfi©i *^ii2^_h (#*l-<bu i~iofiE 

mmmz 1 * 2 m_fc v < 1 ~ 1 0 * l < a 1 ~ 
5 m&m. tsbiz&ti v<&$tm (i*fcw:2«) ) ©r^^#tfflnu £fc 

tbtn a«c^©^T% 7>f vh-^^^wt 3*1 
Mt&mz&. mx.\*£ift<Dj3mzj:^T. c 3 h] , c 125 n , c 14 c] . c 

(!) [125j-, _ [N _ (3 _ (4 _ t KD**/-3-3- i =:/!/) ^ntf^/lO-Asp 1 ]- 
MCH 
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[ft3] 




t 1 

A^-Phe-A^-Met-Leu-Arg-{^9-Met-I^u^ly-ArgA : al-T^-Arg-Pro-Cya-Trp-Gln-Val-OH 



(2) [ 125 I] -[N-(3-(4-t Kn*S/-3-3- F7^—)V)zfU\f*-J\,)-?he Z ] 
MCH(2-19) 
[ft4] 




r 



Fhe- Asp-Met- Leu-Arg-Cy^Met-Leu^ly-Ai^-Val-iyr-Ai^-PrtHCyB-Tip-Gln-Val-OH 



(3) [ 125 I] 
MCH(3-19) 



-[N-(3-(4-t Kn^r^-3-3- K7x^ ;i/)^D tf^-n;i/)-Asp 3 ] 




I 1 

A^Met-Leu-Arg-CyB-Met-Leu-Gly-ArB Val Tyr Ai^-Pro-C^Trp-Gln-Val-OH 



(4) [ 125 I] -[N-(3-(4-t Kn^^-3-3- K^i-^^nfcf^-n;!/)^^] 

MCH(4-19) 
[ft 6] 




r 



Met-l^u-A^^^-Met-Lra-0]y^iE-Val-iyr^Ai«-Pio<^Tn>-GlDVal-OH 



(5) [ 125 I] -[N-(3-(4-tl Kn^riz-3-3 - K7i->fl/)^D^-^)-Leu 5 ] 
MCH(5-19) 



1 4 
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I^u-Arg-C^Met-I^u^ly-Arg-Val-TVr-Arg-Pir>(^Trp-Gln-Val-OH 



(6) [ 125 I] -[N-(3-(4-fc: Kn3rS/-3-3- K"7 oc y n tf ^ n ;i,)-Arg 6 ] - 
MCH(6-19) 




I 1 

Arg-Cys-Met-Leu-Gly-Arg-Val-Tyr-Arg-Pro-Cys-Trp-Gln-Val-OH 



(7) [ 125 I] -[N-(3-(4-fcl KD^i/-3-3- K7 m n ;]/) zfu fcT* - ;i/)-Cys 7 ] - 
MCH(7-19) 




r 1 

Cys-Met-Leu-Gly-Arg-Val-Tyr-Arg-Pro-Cye-Trp-Gln-Val-OH 



fcfrT*=&. #C [ 125 I] -[N-(3-(4-H Kn^i/-3-3- K^x-^^atf^-n 
-Met 4 ] -MCH (4-19) *W £ L < J§ V * e> tl £ . 

MCHtiKtt-eoiiMt tta, ±ia©s lc- i js^^mch©^ 
£ Hi© "% cd if e> ti 5 o 

[0 0 13] 

*#6Wt?MV>e>tlS S LC- 1 £n- KtSDN At LT&> BJ#I## : 5* 
•fettSja**: 1 lT-^fc$tlST^y^iB^Jt[^- : fcL<tt||®^lC|l— CDT 

1 5 tfSM# 2000-3002820 



i 1—249300 



^m-t^^zf^ KtSMffi|iJ^t5DNAl:^tSDNAt'fe 
iaiELfcSaSi - *fflflSai3fc©c DNA, i&IS Lfc&Si • ifflfl&E&3fc0> c D N A 

^>r^^u-, ^dn A©v^-rti-e : fe»<i:v\ 0 zf^v-iz&m-tzK? *- 

T=fc«fcv* 0 tumist-Mm- MJ&iy RNA®#£MSS(Lfcfc©S:/8v*TiC 

^Reverse Transcriptase Polymerase Chain Reaction (J£*T> RT-PCRSt 
B&ffc-t £ ) tc J: o T & z. £: =b T* £ S . 

: 5*fcttSiai*-* : 1 1 "£^;b£*l-5 T ^ J t&ffl&l llffl^%> V < ItMMi&^iZ^ 

5DNA^ftSDNA0^t5E?!I^A>f7*y If 4 XtSDNA, (2)3tfc 
3- K©^|M©fc«?). BB#J##: 2, ffi#J##: 5 £ fcfcge#[§# : 1 1 T*&t> 

0 %/ft;i/A7 ^ F, 4XSSPE(1XSSPE =150mM NaCl, lOmM NaH 2 P0 4 'H 2 
0, ImM EDTA pH7.4), 5Xf>A-hgE 0. 1%SDST&S 0 
[0 0 14] 

ft* iK6*i«SLC-14]fettMCHt:3-Kt*DNA tt JKT ©Site 

*f%m<DS LC - 1 SfettMCH&^Ca- Kt5DNA0?D-->^ 

^-&m^Ta#4*fcI® PCR&lC<fcoTfufBDN A^-f ^ U -^fr&Btti: 
t«DNAS*(Bt4fr, £fcte^fc^*#-lcM*&A,;£DNA£M;U;f S 

1 6 fflfE4# 2000-3002820 
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LC- 1 tfeiiMCHS:3- K*r<5l6MB8l©— V>tt£M^£^-t£ DN 
A»T^^ : feb<ti^DNA^:Mv^r^Lfc ; fo©^:(Z)/^>r^U *V if- a >IC 
.toTlSOtSIt^T'tS. S\JzfV #4l£-i/a><Djimi*. Mx-it Molec 
ular Cloning (2nd ed. ; J. Sambrook et al., Cold Spring Harbor Lab. Pres 

s, 1989) izmmojsm&zizft^TftfrtiZo zfc. wm&^j-f^v-zm 

□ K>i:bt©ATGS:tU *fe3* m3MlCtegiiRj&it=i K> £ LTODT A 
A, TGA£fc&TAG£;&LTV^t><fc^„ Zl*l£>CD&IRIi§*&zi K^-^iSIR^ 
Ihu K>«, A7**:/#-£^Ttf;&irr&z:£ ; k'e££o 

^Sltyf "CMV* 5>*l£> S L C — 1 £ fcttMC HOtSSJg'^ # — te, (-r 
) *^-efflV>e>tV-& S LC- 1 IfcttMCH^n- KtSDNA*^g»i:t 
SDNABrM'JffiU (□) ^DNA^^jg^^^^^-^OD^n^ 

<2 Z-H LTte, ^Cj®Sfi3f5CDy^X$ K (M. PBR32 2, pBR32 
5, p U C 1 2 , pUC13), ififi*0^7^5 K (M, pUB 1 1 0, 
PTP5, p C 1 9 4) , mmm&zf^ZsS. K (M> PSH19, p S H 1 5 ) 

V \ & S =fo <D T? =fe> «fc V * o 
[0 0 15] 

femm&^z&vm^&mmffl&T'&zM&iz^ sv4 ofi*©^n^-^ 

. T7:/n^-#-, 1 a c ^d^E-*-, recA^nt-^t- iP^Q 

1 7 flilE# 2000-3002820 



4#¥ i 1—249300 



i p p^n^e- m^^jv^mmx'$>^>m^it. sp 

oi^nt-*-, SP02^n : t-i(- p e n pyo^-^-^if. 
***e PH05^n=e-^-, pgk^o^-^-, gap^d^e 

-l?-, ADHl^D^E-^t- GA L^B^E-* l,V* 0 ?g£*\g 

V4 0 o r i iHB&ffc-r&^-tf&S) Jfe^fe-^OTV^fcO&Mv^ifctfT? 
§5. I^v-*-i:ttH KnM*»7fiSiS (JBIT* dhf r 

fcft#*r*»^**) Ifi-f (*VM/*"fe-h (MTX) ffiffi] . T>tT2/ 
y>Httlfif- (JKT. Amp r tlSttSi^5) , **V4*/yW&M 
fc* («T, Ne o Hmffi-tZm&tf&Z. G4 1 8ft) ^tf^tffctl*. # 
JC, CHO (dhf r") iWJ»«:Mv*TDHFR*^&M^-:&-fcLT« 

a • ;i/i2#K ompA • y>f±frmnte£i)\ m^^^^mmr^^m 

^^ff>f>y77H-a (MF a) • S/^/UBBJtt, W 

ZKZ><fce>{CLTli^3*lfcS LC - 1 Kt*DNAmt*^if- 
[0 0 16] 

Xt/i'JtTlIhLTH xi/x'JtT- 3'J (Escherichia c li) K12 

1 8 ffi§E4# 2000-3002820 
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• DH 1 i-7u*/-Vy*fX • • if • -}-i/a1-Jl - TJjtZ- • if-f 
:n>£/-f X • • if • a-xxx- (Proc. Natl. Acad. Sci. USA) , 6 
0#, 160(1968)] , JM103 V 4 V y 9 - T V v X ' W — ^, 
(Nucleic Acids Research) , 9 309(1981)], JA221 

• ^El/^fn^- • A^jtuV— (Journal of Molecular Biology) ) 
, 12 0t, 517(1978)], HB101 (^>-^-;i/ • • ^ 
- • /Wtfn*?-, 4 1i, 459(1969)) , C6 0 0 [SJx*^* V V 7 
(Genetics) , 3 9i, 440(1954)) £#MV> £>;ii£ 0 
^^IltLtll ££*.fe£r^;i/X - if^;i/yl (Bacillus subtil is) 
MI 114 IV-Z/, 2 4t, 2 5 5(1 9 8 3)), 2 0 7-2 1 W*-±)\/ 
ft<4 ^ 7 h U — (Journal of Biochemistry) , 9 5i, 8 7(19 

8 4)) fc£#M^e>*i-5 0 

[0 0 17] 

iS^lTtt, ££;U£i7-*y;*7nv-riz:* -Sl/trS/a: (Saccharomyces cere 
visiae)AH22, AH22R", NA87-11A, DKD-5D, 20B-1 

Nature) , 315 592(1985)) 0 

SfMfcft^fig (Spodoptera frugiperda cell ; S f M3) , Trichoplusia niCDtfi 
^fi3fctf)MG 1 HHflg, Trichoplusia ni©#ffi3fc0>High Five T %JBg % Mamestra b 
rassicaea5fe©HHjgg^fcl±Estigmena acreafc3fc©i8jfl&fc W e> *l£„ ?>f 

^^BmNPVCi^i, Mt&3fcl*ft$M (Bombyx «ori N; BmNljjg) & 
4f#fflvve>*l*. ms f M^ UTtt; S f 9|fflBg (ATCC CRL1711) , 

S f 2 l&>±> Vaughn, J.L.e>, >f>-^^hD (in Vitro) , 13i, 

2 1 3-2 1 71 (1 9 7 7^)) iftfm V* £ tlS„ 

LTtt, fc£X.i£-V'frCOS-7mm, Vero^fflR f t-f--X 
AA^f-IISCHO, DHFRI€f^^^^-X/^^^-«l|JSCHO 
(d h f r'CHOW , -WTsLfflm, ?-)x3 T 3 Hfflfig, 
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TifflflS, fchHEK2 9 3m 2 9 3IE C 1 2 7 B 

ALB3T3» S p - 2/Omti&te¥&m^btl2>o 

xi/i>j uTmmzj&n&Wi-t&izi,*. ^.tL^nzfutz-pyifx • *zr • if 

■ ±*/m-f-fy - YiJ'r^ - ■ *zf - VA^yV^X • Orzf • if • n-ni^i- ( 
Proc. Natl. Acad. Sci. USA) , 6 9#, 2 1 1 0 (1 9 7 2)^i?-> (Gen 
e) , 17t, 1 0 7 (1 9 8 2)«iiflCfa^©^^^oTff^t)tlSo 

;i/ • ^x*^-f *y^X (Molecular & General Genetics) , 1 6 8i, 1 1 1 ( 
1 9 7 9)fc£*lCiB«<Z>;£&lC*£oT*?;b*l5. 

mnzmn%K&-t2>iz^ t=.£.7L\zzrui/-vy>fx - ■• if • ^s/a^-;i/ 

• T#t^ - • • if^f :n> W X • • if • ^L-oi^ai- (Proc. Natl. 
Acad. Sci. USA) , 7 5i, 1 9 2 9 ( 1 9 7 8 )tCf2«CD:£2£lCt£o Tff 

[0 0 18] 

o/Technology) , 6#, 4 7-5 51 (1 9 8 8 if) iflCfB^©^C^o T 

»#ffltt&7gK«iM-*K:Bu fct^tftf* DD^- (Virology) , 5 2i, 
4 5 6(1 9 7 3 )lzmm<DjfmzV£^Xfttet>frZ> 0 

ftm^t *-<DmB&^<Dm>A^8kt:LXi*. mil ViX°7*9*/aym [Fe 
lgner, P.L. et al. zfU */-Vy>fX • • if • "J- S/ a • Yi^r^- • 
7t~7 • ir->f X.>SM>C • Or~f ' if - n.— X^x.— (Proceedings of The Nationa 
1 Academy of Sciences of The United States of America) , 8 4§, 7 4 1 
31 (1 9 8 7^) ) , V yWtf3fls*/yj*m. (Graham, F. L. and van der Eb, 
A. J.^f>f UUt/- (Virology) , 5 2f, 4 5 6-4 6 71 (1 9 7 3^) ) 
, tt^£?Li£ (Nuemann, E. et al. X.>/ff • (EMBO J.) , 1 m, 8 

4 1 -8 4 51 (198 2*£) ] e>*l£ 0 

ZKD<fce>lCLX. #2fct8-emv^;ft<5 S LC - 1 JfettMCH5:3- Kt5D 

n a *<smt z> * * - T'Mmm&z n fci&m&mfttfn *> n z . 
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mvammzm^T. ^wt-Mv^ns s lc - 1 ttttMCHs^t 
iRv-x-zm^TmbtifcmmmmzMLT. wivmLtu-ymmzfiteo 

ZLtlCk V*ftmT'm^t>n%> S LC- l ^fcttMCHGD^gCfg&^S^ 
fc!MM&#£#S3i:#-e£5 0 dhf rS^M7-ij-i:Lt 

m^t~m^. MTxmmz&*iz±tfT&nL. w&nzmiRtzzinzj:*). 

d h f r»^hi:%lC. *»We«V^&tl<& S LC - 1 ttttMCH^n- K 

So 

±IE©^g®l^<fcS:^:^^T?Mv>e>tiS S LC - 1 ££J£MCH£zi- K-fS 
DNA^5g^BT|g^#T-e^#L, #58187? J§V* 6*1* SLC-UfcliMC 
H5:m IltlftSrtlCfcot, #3gf8T*ffiV^;fi,SS LC- 1 ^fcttM 
C H Srigjt-T S ^ h *^ ^ So 

izmm^ti^mmt vxitm^mm^m^x$>v. ^(D^izitmmm^m^^ 

> r^HX\S.^JVn-7^ mh'JX "T»ttW», S/hH&£:\ giltlt 

fc^a-trr:/^-* -wast mmm.m. =i->;**— y#-, 

[0 0 19] 

&£-£frM9igifi U^- (Miller) , - yf7 - XIV * >V - 

-Y > • b^n. t7 — • i/3i%>-T-<{ *y 9 "7* (J urnal of Experiments in Molecula 
r Genetics) , 4 3 1 —4 3 3, Cold Spring Harb r Laborat ry, New Y rk 1 
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9 7 2] tf&SUVt. ZLZLlZ&miZj:yzfU=£-*-*%jm£<8lfr1*:2>fctblZ 

m£-&rti-»*mm<DWr&. ^mitm^ms o~4 010^6-24^^^ 

(Burkholder) g/Mgifi [Bostian, K. L. t-?U*/-Vy ?X - 

• if- ^-^3^-;i/- 7^-7^ - • if>fx>$/>f X • if • n.-x 

XX- (Proc. Natl. Acad. Sci. USA), 7 7i, 4505(1980)] ^> 
0.5%*f5;i5:Mt5SD|f« [Bitter, G. A. £>, r^* n >>->^>^ 
X • -If • •rtsn-f'fr • • -t>fi>S/>fX- • if - n 

-XXX— (Proc. Natl. Acad. Sci. USA) , 8 1§, 5330 (1984 
) ) tfSfctf&jtx*. igife<Z>p Hti:&f5~ 8tCW«E-r-«©««#* bV> 0 ^?#l±JiS 
&2 0t;~3 5TCT'$«I2 4~7 2HfriafTV^ iM^jECTaift^JI#%:in*.*. 
[0 0 2 0] 

1i^^SaHWfiT?*S^3Rt«jftft&*#r*IR, **tl/Tli, Grace' s Inse 
ct Medium (Grace, T.C.C.^'ffir- (Nature) ,195,788(1962)) Ki^M^th 

fci o%9^jfii»^©*jD*sa3i[in^.fc ! b©«;^*«fflv^e>*i*- «*©ph» 

*&6. 2-6. 4lCWfiE-r«©«<#*bV^ «i|Jia«#&2 7"CTJ|!&3~5Hia 

~2 0%©j&jfc4 1 ifiL?f fc^tfMEMJgife (1)->fl>^ (Science) , 12 2^, 
501(1952)] , DMEM^i [tfV n n (Virology) , 8#, 3 9 6 
(1 9 5 9)), RPMI 1 6 4 0 igife [5?-*— • iff • If • 7* U * 
*7 i 4i3)l>' 7yS/l-J/a> (The J urnal f The Anerican Medical Associ 
ati n) 1 9 91, 5 1 9 (1 9 6 7)), 1 9 9 igifiS izfu */- i/> V • it~f • 
if • y*>fif-f • 7*- - if • A^itUViJ/U • *"r4 X> (Proceeding of 
The S ciety for The Biological Medicine) , 7 3i, 1(1950)) Jfe£# 
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T-iftl 5-6 OtgfSfrV^ &MlzmVT&^MW*:toz.2> 0 
[0 0 2 1] 

- 1 *fcttMCH©fflttffi?g$:#-£,^^if*>igi:Mv^#s„ mmmotpizmm 

^«M*lC2fi:^T'fflV>e>tlSS LC - 1 ^fcttMCH^^StlS^lCtt 

rjfsDs-aKur^y/ur^ Ky/i/«*c*ttifcfc i:*©± £ isT&tt&mzmm 

^n?h^77^-^ if & Wffl T * *«&m*HM»8s*> * 

[0 0 2 2] 

LT#e>tlS*^WT'MV%e>4xS S LC- 1 ifcttMCH««!T'#?. 
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fcfc, ffigi^^^^-rs*^weMv>e>tiss lc- i i^iiMCHt 2ft 

<^^k) &§P^ci&£-f s;i£%t*££o se^ifr 

^< LT^-r&^WTjBv^tis s lc- i £fcteMCH<D##te4$M#i 

# £ JS v \ tz. a: > if >f A >f A y y y -fe >f ific <fc »J iRJ Z> d £ g 5 „ 
[0 0 2 3] 

(2) MCH*>L<lZ*<Dmmft&fei$*(Dl&lS&ZfS LC- 1 £ fcfcfc^CDig?: 

ffiVN&z: SMCHjfeiWigi: s lc - 1 ^fctt^oJfei:©^ 

s £<DUffii£$it-l*Z:<Dm.&&ZfS LC - 1 * fckfc^-tf>&& ffi va£ » £ 
SMCHttttfOSi: S LC- 1 t.tz.\t.*<Dl&£<D&&&*m.ik-Z-&Z>it&y!) 

S LC- 1 S£:tt:^-<Z>&?:m^5a\ * fettlBiftiLM S L C - 1 <Z>%^&fll 
35 U R»5*t:»^feMCHtiU<ttfOJ»#*feiif©Sf:0|g^7vt 

(y#>K- i/-fe^*-yyfe>f*) £Mv**;r iic^ot, mch££ 
iS*<0i|fifc s L c- r*fei*^©^^©^tt^fl:s^5fb^ 

sei, *^^f Kftft^, ismtism. $m$im®*z) 

i©J:^*fl:#4fcJCtt» S LC- 1 Sr^LTlfflJBg$5^?Sft (49*. tf, 75*K 
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fcvvftA4&> (fiP*>s lc- l yy*zl-x h) ti&. r MCHifc 

S: (Eitf ^ S: S ^ © S c 

[0 0 2 4] 

•tl£t>*>. *$&Wl*. (i) S LC- 1 MCH^Ktt-e© 

a 

*|g^©^^ 1 J-->^^lC^V>Ttt, (i) JilB ItSLC-lifc 

MCH%L<tt-e©»##*fctJ:-e©SL«:ifc«[S*fe»^i: (ii) JtflB 
LfeSLC- 1 ©i&lC, MCHfcb<l«©I£^#£fctt^tf>l&£J:tf 

tt**ft^«&iM31irfc«teK:;Bt*S, «*.tfRS LC - 1 £t=.\Z*<Dl&lZtt? 

[0 0 2 5] 

fcMCH%L<tt-lE-©il^*feli-e©^©ms LC - 1 Sfctt^O^lC^r-TS 
U Jtl(t5z:fc?:Mtt5MCHife{if©lgi:SLC-l * 
£ »^£<Z)& £ cpfg^tt £ SEfls £ * s ft#4fe * ©&<z> * * U - - y 

®«aLfeMCH%»b<tt-€'<Z)»***-feli S LC- 1 fc^-TS 

***fett-t©«t«J:tfK»flS'&«&S LC- 1 £^«-r*»tt*fct«lffl»© 
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<§)&mht~MCHlbV<\Z*<Dnm<b£fcl*Z<D1&*:. S LC- 1 £n- 
5DNA fc^tf S 3 i: IZ <k o TiSHfla]g|_t{C$g3! Lfc S L 

c - 1 izmmzitfcm&ii. mmht=.MCH&is<i$*<Dmmfc$ifci**<Di&is 

£&n%Ht&®*:S LC- 1 Srzi- Kf S D N A t SMKift &«tt 

2>zLinz&^Tfflffim±izftmi,t~s lc- i ic^M^-erfc^^fet-te, «tis 
LfeMCH=bi<ttf0iifttfe(iieffiig0SLc - i (cfti-&£r&ft&3i3g 

U iti«i-SZ:i: $:#^fct-SMCH*fctt^©^i: S LC- 1 iKD^H^ 

^ ^ fettle © ^©^.^ 

[0 0 2 6] 

(DSLC-UISfifttsft^ MCHt>L<W:-£©i§^ft;£fckJ:-£ 
&SLC- 1 Sr*^-r*jWJftJC«H»S*fcti^fc, SLC-lfc*Sftfls 
^Sft^WfeitraSMfr&l&S: S LC- 1 fc-Mf SWJfiJCifctt 3 tcfc 

slc- i T^*K>»3em, r-fef 1 
>f /s/h-/i/y>M£, flrfiRtt&sifr. iteftgaio'j^ift, c-f o 

sOfSttft, pHCDfiT3fcif«:iE3i'r««tt*fea:aiia'r*Jgtt*if) fciRI^L 
, J£«C^S3££#3&£t-€>MCH£fcli^-©i&i; S LC- 1 £<Dl&'&&%:mt 

©S LC- 1 5:?gi4ffc-r^fb^ MCH=bL<tt^©SI#^Sfctt 

££KJ:oT*BJteR±JC»JBL.fcS LC - 1 lCg&63-fr;fc#^£, S LC - 1 

^-erfc^ic^^s, s lc- i *jrt&mmmmm& t^*k> 
mmm. r^jvzjvymm. mmmc& 2+ mm. mi^campm ms&ft 
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£$I5£U i £ 2>MCH$L&i**<Di&t. S LC- 1 £ 

[0 0 2 7] 

*«i«)TH*ftii:*»&, y-^> Steffi v^n 5 Lttt, iJflglittt 

5:I^t^iM§tfeSLC - 1 &2ftfaBLTV*S. #lCt: hSSLC- 1 
oV*Tte, (FEBS Letters 398 (1996) 253-258& if) £>7 3 >? ME£f7*£ 

StlSS LC- 1 ICit^, IB3«#: 1 1T?*3*1<&7^ </ IMB^I SrS^rT * S 

s lc - i &«5irr*K:Hu tir&©#ffifci?#ffiv*&ft*. 

&$&m<DX? y - — V^. S LC- 1 &-M-r**Bi&&<&V*fci:8fc 

S LC- 1 Sr#^-r*«IJKl€:fflvx*»^ gftNMBS: /I/ 7/1/7*1: K, 

S LC- 1 Sr^-rsmrifii: LT«, S LC- 1 &»SJL-fcl&±*UB«:V^ 
f£?gi£ifflfl&£:L-Tte, tir&©:*»*, feme, *«, IfrSMJ&fc 

#<***l*Hi^©ii:«:VO. «|JB©*#*iSfcUTtt, Potter- ElvehjemM 
* : E^>f-»f-TflBI&S:JPLa|-r*as. >7-U>^l/>^-^UhD> (Ki 
nematicatt^) lC<J:SSt#. jfrgFttfCfc&ffifc 7 Vy*7 IsT.tjtZ'VmmVtt 
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£hLTMV>e>*l£o m*-lZ. flMgffi&tt&ffi% (5 0 0 r p m~3 OOOrp 
m) T'M&m ffi 1^~10^) »M>U ±*ff£$e>lC^:Sl (1 5 0 0 0 

rpm~3 00 0 0 rpm) T'iiS 3 0 &~ 2 BffS3S4> U #£>n5£fciit £181® 

^t-rs. ^mM^tficii, ^bfesLc-ifcaHfigfi3f5©u>fliM^sa 

[0 0 2 8] 

iSLc-i ^^-rs^^Mw^tfKJDs lc - i©*tt. musMifcy 1 
o 3 ~i o 8 ^-es>s©*w* b<. i o 5 ~i o 7 #^&5©##ii-eik<5„ 

MCHtfcli-eoStSLC- 1 £<&i^f££^ft3i££ft^£;** y--> 
^5 frflB<Z>®~<I)£l£^£ SgSfcS LC- m&£. *»bfey 

e>4xSo S LC- lS^-t LTtt, 5c^M<Z) S L C - 1 ®#2>\ £ ktt-£;ix£ 1*9 
^©^4££^i-£M&*SS LC- im#fc£#M£L^ 0 IW©*Stt 

ttit u # > f* fctt y # > Fflitt&^-r*ft^ 

(MCH£fc«:^(Z)S§#flO fc£#ffiV*&;ftS. Mx-tf C 3 H] . [ 125 I] , 
C 14 C] , C 35 S] JSfcifT*3KStifcy^>F (MCH fc£ 

^*»JCtt, MCH;fcjkl±^<Z>i&£: S LC- 1 fcOlS^tt&SEfc Si** 

cdx* y-^>^$:^e>icii, if s l c — i *<£m-?zmm&fc\*m&<omw 
^^y-->^icj5iLfe/iy7T-tc^i-sz:i:ic<fcy u-fe^^-^a 
ZMm-r&o 7W77-cit, pH4~io (M£L<iipH6~ 8) ©y>ai 
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gl$^ CHAPS, Twe e n- 8 0™ (7E£-7 h^*ft) , V*fh->. 

. yn^T-iflC<k^> S LC - l^MCH%;b<«^(Di§^#(Z>#8?£iIll*.£B 
IftT'PMSF, n>f^^>, E-64 (-^^ KWSfl5m«) . 17X9 72/1* 

H©yn-x7-iflSW^£^;ira-f &z:£:%>-e£5„ o.o imi~i omicDf i/ 

i2 Zf # tC, — ( 5 0 0 0 c p m~ 500000cpm) GD^HS L- £:M 

cH=bL<tt-e©^^$:^inL, imici 0" 4 ~ 1 O" 1 tilA<D^,mt^m^:Pk 
#4fJtf$*£-£* (NSB) Zft&fcmziz&mcD^WUDMCH&V 

<te*<Dmm<£ZM%.fc 7 Z>mM-?2>. MJ&fci:0T^e>5 ot:. M£ 

L<tt4*C^b3 7TCT*2 0^6 2 4^, M£L<tt:3 0 ftfr 3 Z> 

yy*-T-mw-?z>o &ifc?z®g.tfte^m&<Djt]yy h(B 0 ) ^e>#M##ii$iS£ 

(NSB) h (B 0 -NSB) 110 0%£ LfcB£> 

(B-NSB) *^X.«5 0%J^TlC^S^ffc^S:M*i:IS«|g^©$> 

S LC- 1 tMCH% I < (if ©l^fcO^&lgfSMfc IT 
, BIAcore (77i/^ A7 7/l'TS/7/W tf^ttSS) £M 3 £ 

^ffl^T'H MCH%L<«^©§|##£^glC^tf©yn ha;WC|£ 
ofcT^ 7 llvzfV >^8jlC e fcoT-fe>i*--3 L y^ , lC@5£U S LC - 1 
tSMifettSLC - 1 &3- KtSDNA^f5fIIi^e>iS?b 
fcSLC-UfcttSLC-1 £-g-t?]glW3\ S>-5 V^tiSff^bfe S L C — 1 £fc 
liSLC-1 £-£fr!gW#fc <fc ««Wfc^» £ ^tf U A y :7 7 - £ £ h u 
XA'y77-ftif0g®?[![l:t>t-f'^±W2-2 0 ^ 1 
St5. t>iJ— ^y^±©MCHt;b<l±-e©itfti: S LC- 1 

tsi^tciotscs ^® >&^<Dmtz&&-tz>t*.mt&V!itfm{t 

&®<D*>7 V - — 2/>fZft&$ Z.£&T'g&o ZOfim*. SLC-Ut>t 
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-^y^lCHjgU MCH% L < ttf fiDlift* tttMC H t, b < 
[0 0 2 9] 

U-->y-rStffgHCD(D~(D©^^S:mg'rSfeftlCli, SLC-U 

mmmm&mm. *M8i«e«© v >wat. c - f o s co^ttft, P h©© 

T7yt-f &fT&oT%J:V*. c AMP££|pfflfei;©*SttJCov*TU:, 

&m%.MS LC-1 &3Ufflfi*$& if #M * L va„ j^ft)Eiff;'?%& SLC-1^ 
IB i: H Hi © *> (D #ffl v * £ ti <£ o 

ffc^lfr, UMBttrffittu ««tttt«. «MMH*ttffl*fe£##W r e>*i 

So 
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[0 0 3 0] 
#T© <fc o T v -fe >f 9fc#/§ V n e> c 

(1) S«tt»^IBlfi#£*#7:J-* hK:«fcoT*ff*S4i*4:<|ilJBrt©G*> 
^ if tfiSttflS £ tlT G T P *^t5 Q 3 ®mtt£&tt&gfflfi<Z>RM&IC *3 

i:*fiJC«t*tCGTP 7 S£8§;&tlLT;J3<£;GTP r SttGTP£|i^gUCG#> 

z> 3 £ »c j: o T r J - ^ h © £&ftft3gjn j&jftat &ittS'i:^T* 

3©£jS£#JMLTMCH*,L-<«:^©f§##©S LC - lft&m&K:# 

- 1 &-&tftt»&fflV***<BT?fcfcfc<, (D~<D©«i: 3 tC S LC- 1 fc-^trRM^ 
fe«V*S7yfe>fiST?fc$;ft^ ®~(D© «fc ? IcaHflSfff^^S £ ilfljg -r £ =fe> © X- tb 
V, **3tSsJCfeV^TS LC - lliB^A©GTP t SI£^{g5IiSte%:j3*'*-#MI 

JHCfe^ffistCJ:»;fT*>tl«. 33KfcV^> MCH%»U<tt*©3N|C#&SV*fcJ: 
MCH=bL<t«©H##fe«fcafttKfb^i»S:»Jifl / , MCH%l<ttfC!)i# 

jfr*T s l c - 1 mmsm&^<DG tp t s e^igjiMttjcsE-fb 

^SCSZ. t. 1kMfl$~$'£> 3 £JC J: o TMC H tSLC - 1 H ©Jg'&tt&StffcS-e' 
'J - ->mii:^t*. 3©t£, MCH=&L<tt-£©g§ 
tftlCiSSLC-l IHIiSliB^A® G T P 7 SIS-&te3£$gtt&#Pffl-rs?Stt«: 

l*M:-£-%©#£&#U S LC - 1|B1BR®^©GTP y S l£-£teai*Stt £ 

-£*f«BssBi®#£, m^mmmm (50 bm n-is, 5 ■* Mgci 2 , 150 b m Naci, 1 

GDP, 0.155 BSA P H 7.4) T'MtS. S^©^*lC J: »j J|fc 
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So 3*X&Falcon2053lC0.2«l-ro3H£U MC H L < It^r&m^fa&Z VMi 

<fce>lC[ 35 S]GTP7S£;&n;i5 0 25TCTl«fra«fflLfc*, ( 
50 «M Tris, 5 mM MgClg, 150 bM NaCl, 0.1% BSA , 0.05% CHAPS pH 7.4 1.5m 
1) fcflnAT, JS^xmmZffiGF/F-VZm-t&o 65TC, 30#«ffiLT<S«Mk HE 
l/- */ a > * - T 5»_hfc»o fcJKlif«'K:|g-& bfe [^S] gtp r S 

142:100%. MCH*ls<&*<Dmm#*to*tiifr^1tmm&<DM^&&0%£ 
U MCHtL<H:f©Bt#CJ:5GTP r S«g-&ffi3t»ttJC»-r*»»fl:^ 
*>©l&»&#fflt*. GTP 7 S*g^iE5iigtt#«j*.H:5 0%JKTICfcSttIJMt 

[0 0 3 1] 

(2) s lc- iftmffim*MCHmmiz£^TmffiftckKPA&m'p-fz> B 3© 

S LC- 1 2:^$-&fcS>?©i|l%iifig©cAMP^*ttV>X. 79h, ^if 
-Y^r. $r^L/T#e>*lfcmcAMPm^il 125 I^cAMP (£fcfCrf?I£ 

a) 2: ^Jg S 3 £ IC J: o T RI A£> 5 ^ ttifrcAtfPjftflc t ^cAMP £ £ jSfi*-£fc>-fr 
fefa^EIA^T'^^t-SZlil^-e^So ^fcmcAMPm^Srprotein A&SV^iJfi 

cAMPm#jg£icffl r^mm<D igG£ ^ic*n- s stflsfc ^ l t m& l & s/ > 
b £-^tffcr-x£ 125 i^i&cAMP£: z>s?miz£z> fern*) ^smx-$> 

cAMPjg^M© Tyfe-f tt> JlftffttCtt^&CDflJgM 1 4 «fctf-£*Ucg!E£: 

HartcAMPiSrJfJn^-tirS <fc r> y Kfc Z\z <fc o TUffflgftcAMP* &±#3i*\ 

£IZ£-d TMC H %l< It* <DWsm&i<D mm&$-lZ «fc &*fflI&fccAMPS 
©OTtftf^ffc-f 5 3££^3ISU MCHtSLC - 1 ©^fc^fc^-frSft-^ 

3 2 aJH$# 2000-3002820 



1 1—249300 



lets s lc- immmm&ckwm&wfflm&zmw^&m&zm^tizgaitm 

U-->^$:J:y^^lCj^TlClB«-rSo CH0/SLC-lj8Hflg£245ty 1/ 
- MC5 x 10 4 cell/wellT'fiiaL, 48B3ff^J|f#-r imife£0.2mM 3->fy^ 
^>H/-^^-;i/^r-9->^>fc0.05X BSAfc20mM HEPESfc-^tm^X/ty :77~(p 
H7.4)T*^-TS (J^T. 0.2nM 3 ->f V £0.05* B 
SA£20mM HEPES$:^tf/\>^^Ay 7T-(pH7.4)S:. fiUffiA9 7 7-i:lif-5 

7*^3U >£-g-tf0.25mltf>jSf£;JBA'y 7r-lCl nMCDMC H t» b < tt-g-C!)^ 

ZMMIZMZ.. 3 7tT2 4^SJSS«. 100/il©20%jgiS^$:in^.TS 
j££#iL3iS\ r^lCj>KJtT' 1 ^Fise< 3 iitcj; »;jaiflSi^cAMP$:»m-rSo ttffiM 
t£0>cAMPitt:, cAMP EIA3r v h (77i/tA77^7i/r/H^r^) £MV*T 
MtS. 7>i-;i/X=rU >*![8S[lC«fcoTjg^StlfccAMPaS:100Xi:b, 1 nM0M 
CH=foL<ti^O^ff:©^iniCj:oTai®IS4xfccAMPaS:0%i:LT> MCH=fo 

. MCH%L<tt^©^#^©?Stt^iS*LTcAMPM^tt^M^.li5 0%J^_h 

j& &mt&%s £ »I b T g£ $ tl cAMP & _tg2<Z> # &T*j£*-r £ c 
[0 0 3 2] 

(3) CRE (cAMP response element) fc-^tf D N A Ify ^<>f £/y 

E- l/tf-*- CRE- 1^-2 -itfc^-^* * -£ 
>*-7 3L?i/=i>lsfcmMlZlS^T. cAMP_h#5r#e>$!J85[«, CRE£:frl,fc;i/ 

3 3 ffiSE4$ 2000-3002820 



4#¥ 1 1—249300 



m-TZo o£y, /ii/y^^-^mit : km^ir^z.inz^ y, cre-ujK-^- 

^^•^^^-#AIWfiSftOcAMP4©^i&$:^m-rSZli:^T^So CRE- UK 

fUJSLTMCH£ S LC- 1 (D&GZmitZlt&tt.&llfoaxt? — >^&ff*i 

CHE-UaK-^-ae^ASLC- l«3KjWJfi€:243^^U- hK15 x 10 3 eel 
l/wellT*S«U 48B£|g|Jg#-f 5„ «fffiS$:0.2inM 3 - >f V^f;i/-^f ;b^pt 
>^>£0.05% BSAfc20mM HEPESfc^tf 7\ > * 7>A V 7 7 - (pH7.4) T?gfe^f -5 
(J£*T, 0.2mM 3 ->f y^;i/-^^;i/^ri?->^>i:0.05^ BSA£20mM HEPES 
£^&/\>*;*/W:7 7-(pH7.4)&, y -y 7 - £V$&) „ ^-<Z>^0.5ml 

©MjSfflAy7T-S:in^T3 O^iSt'^atS. SW'^T-SH 
mt=.lZ0.25ml(Dfcmmrty 7 7-ZffiMlZjMX-fc&. 1 nM0MCHt)b<tt 
nMODMC H% L < &-£©S§##;lS <fcim®Mb-a-^£2/tM7 
*;i/*nU ^*^m.25ml<DRl&mrfv 7 7 -ZMMiZMZ.* 3 7TCt2 4^ 

u mmmzmytrng; (80 ) fcssflni-s., ^^-y^-^\z 

#l±;i/ ■$/ 7x7-ft:J;5 ^4 £M c H % L < te^©§§## L 
ItMlOMCHti < tt^e-ofl^i: mmtemMZWim-t z 3 iuc<fc y y zf 

-If, ^07^71^3-^ 7tf^h7>X7l7-ffe5V\li|S-^7i' 
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Tfl<iiv 7*x7T*--et£i$.te. mz.ttftyt&mmLimi-ph s 530c j: 0 t, 

^d7A7i-n- i W/ T"fe'5 L ^l/h^>X"7ai'^ — if (chloramphenicol acety 
1 transferase) MpHi^^tMMM^Sl CAT chrolamphenicol Acetyl tra 

nsferase Assay KiTtCfcoT. &~iS^^ h ^--fef^ttfcfc, ffl&tffrfttt&S 
Aurora Gal-XEIC <fc o TSfl^-T 5 Zl £ ifiT'g 5, 
[0 0 3 3] 

(4) s lc- lftmmmtMCHmm&uzkT^* ^>m^mm^mm^izn 
^ & «fc & mkit&m & mta ut, m c h i, < & * <Dmm<*<?> r k 

^•IC^#$:#AS^^©^^ — y If* ftteoZL ZL<DHm. M 

C H t, L < ttf OBiftC J: « 7 5 * K>«fti«ttlfiSttS:l!l*t«ft^*fc 

^fc*?^ 3 So MCHfcS LC- 1 ©^ICj^fc^Sft-^©;* 

? v--z/ym£VM t tiLmz& i Tiz&'<z> 0 

CH0/SLC-l«JJjg$:245Xy x 10 4 eel 1/wel 1-?&B U 24B#f^g^gL 

[ 3 H]T^=*K>m£0.25 ^Ci/wel 1 fc£ «fc 5 Ss^S. fa] K>B«&6lI 
16B£f^, i8Hfl&&0.05% BSA£20mM HEPESfc-g-fr A> * x/ty y r - (pH7.4) T? 
Sfc?£.U #welUc0.05% BSA£20mM HEPES£-g-t?A>*X/W:7T-(pH7.4)lC 
*§8?Lfe^$IglO nM©M C H L <l« 5 ^fcfc 10 nHOMCH^K 

\Z*<Dmmftl3£Tf&mt&®*:'Stirty7 7-50Q # 1 £8sfl!J 0.0 
556 BSAfc20mM HEPESfc^t? A> * XAy 7 T~ (pH7.4) ^HJSM^^ "7 T~ £H£ 
£t 0 37^T?60#|ffl>f >^ra/<- h Lfc&lC, MJ&&400 a 1 £ 2/ U- * - Kl 
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[ 3 H]T^3r K>g?fS^&©*£0Xi: U 10 nMCDMC Hfc b < te-?-© 
^##£$&flnbfct£©fe£$<D*grifitJi© [ 3 H] 7^=* K>^f£iW<D*$:100%i; 
LT^ft^OMCH b < S L C - 1 ©*g-£lC*Tt Z&W* 

[0 0 3 4] 

(5) S LC - l^«5IS$:MCH{C«fcoT$g^-rSZli:lC<fcoT*fflBS«©Caa 
^^±#-TS 0 Z.t\*fflm-tZ>ZLHlZ£^TMCHi: S LC - 1 <35jjg-^tC*f-rS 

umt^m<D$m & z. n ^ s . 

#&£4 mM Fura-2 AM (HiHfc5*??Bfe»?) &JHS»bfcHBSSK:MiU ^fiT*2l» 
l^30#£< o HBSST*Sfc*£bfc^ HC*/*-^* fe-fe y h U 

^IST', MC Ht b < t« VUiMC H% b < tt-e©»##fc J: tJttt 
»-ffc#ft feiD^-fe t. $©®^^S340nm^.^380niBT©505nm©^^^fg©Jt(Z)_h 

d<z>££, MCH%b<tt-t©3l#i*€:*l3i-eia#bfci:*Jcifc 
^T^-fb^©^inJc<koT^b€>m^^©^fc$:^-rsz:i:{cj: »;mc 

H £ S L C - 1 <Dm&K.M LT&WZ&Z.&fc'SWVZ. V V ff Zftft $ z. 

i:t»t§s 0 Mffif%mmzFiuo-3 am (raoft^wssms) £§sinb 

%m<o FLIPR^Wc-fe* h U Fura-2©»^i:R!«K:MCHt»b<ti-f 

W&M C H b < l±-£<Z>i§a£#*$ «fc tf»»Mfe'&4& feiDiL, MCHtKtt 

foi^ft £«&T*«-£ bfc £ KJt*Ttt«ft^fc©*fe&nK: <fc o tliS tie 

&3fcs&s#3frft-r <£> £ ^M^-r s r^tcj:»;, m c h b < t s 
§5. itl&JCfcV^T, MCHtiK &*<Dnm>mzi:z>my( 1 &m<D±g- : kiwffl 
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© ^ * y - - > ^ £ fr & o 3 i: T*£ & „ 

S LC - l^$HfigtCaequorin^^(3DJ:e»lC«ffag|^Ca>f ^->©±#ICJ:oT^ 

#IC J: o TaequorintfCai^M H y Sgft-f -5 Zl £ fcftJJB bT, MCH^Ktt 

*<Dnm{&&&wzMCH*v<te*<Dnmfc&£zfumk&®&MZ-. mch 

% b < ttfoiifr £J|M!&T*ig-£ b £ £ Jcit^x^^^o^intc <totl 
3B$tis^3t^S*^fb-rsz:i:$:«!l^-r-5z:i:icj: y, mch^slc- i <d 

[0 0 3 5] 

(6) ^frS:|§^i-S«BJ^lc^^rdf-^h$:^iD-rSh, flU&A'f y 2/ h 
-/l/=y >^M#J:|^&z:£#$»£>*lTV^ 0 MCHICiot^DSSLC 
- l*BJBC;i3ttS3©KfS J: 'JMCHt S LC - 1 <D$g&lzm 
mZ&K&fc&M&X? V - — > P^fi*? Z.£.tfT*%Z> B 2 4 5^^l/- MCfil 
V*T 1 0 B©^jBSlCmyo-[2- 3 H] inositol (2.5V>f * DCi/well) £3fo&tJb;ki&:NS 
1 Big#bfc«fflIiS£, «fc<Sfei§*«, MC H=fo b < V* KMC 

H % b < t£^©f§## 33 <fc 3M*ffc-&4& fclfeflll b fc^> lOftfi&Mk & ftl*.&/S 
£lL#>-5 0 1.5 M KOH, 60mM HEPES^StT^ftlb, 0.5ml ©AGlx8&flg (Bio-Rad 
) £ l§ #) £ * ^ 2* IC it b . 5mM Na 2 B0 3 60mM HCOONH^ b £ 1 M HC00NH 4 

0.1M ZCO0ET*mmisfemMfe&*WLfais>^\'-tsn>%y>*-T'Wfe*Z 
. M C H t, b < ©^SsiD^lS A v~7 t — lc <fc Slgia^ifctttSttS: 

b, MCH&^<&*<Dmmft*&MLt~£%<Dfr££<Dmm*<Di&&?$& 

&10Q%£ LTmmt&WftMC H % b < tt^©M##il"S L C - I ©^lC*f-T 

sM^Mts. >r y 2/ h-/i/=y 5 o%#Tic&<5i£ 
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[0 0 3 6] 

(7) TRE (TPA response element) &<£tiDN \Zyj]V— > v 

E- l^-^-Stte^^* So TRE- l/jK-^-Jfr&y-"***-* b ^ 

>l i/ 7 jc ^ - -e&ttWR t. tc 5 I £ ^ < ;i/ > 7 ai ^ - if # > A 7 MO M£ 
o£y. JUi/-7 3L^-l£m&ZWfe-t2>ZL£.lZl: y, TRE- brff- 

# -a^^ * # -#AHffJ» P*3©# ;i/ 5/ * a*cd^i& s rfc^ts. 

TRE- l/Jj?-*-^^**-* S LC- 1 ^HHflgtC h ^ >X 7 a: ^ i/ h > 
b $: fflffl t it M C H i: S L C - 1 ©^$:^b$-&Sfl:^%CDA^^>l 

TRE- ls7ji-#-Mte?-mAS LC- 1 ^0^^245^-^ I/- MC5 x 10 3 eel 
l/wellT»«U 48^ra^#-re o BSA£:20mM HEPESS:-f tf/N> ^ 

X/W7 7-(pH7.4)-egfc?£L£:^, 10 nM©MC L < l±-?-(Z>if 3j£$C&<E> 
10 nM©MCH*b<tt^(Z)^^ej:lJf^>fb-a-^$:^itlL, 3 7 TCI? 6 0 # 

l> mmmzftftmw atcm-o^mm: (#o ) scarfs. ^i/-7^-M 

#?>*-lCJ: »JI^t5„ MCHt»L<ttf©i#fti: S LC- 1 
Xffc-S*«-ffc"&«©»#tt, ;i/^7:i:^-ifK:J:£^*&MCH%L-<«:^<Z> 

MCHtiK W:*-<Z>f§##©iS^lC«i: y*tflJ^ftCa©±#tCj:oT#B?£* 

*#4:ra«&»^JI©ieiiiS:**"r«z:fcK:j:yT=f-^ y-->y& 
uaK-^-atfi-f-fc it, jiiyy3L^-^&.mzm^.ayjvi!j » -7* 7**7 7* 

--tr\ ^n^>7oi^=2-;b h ^>^7ai^-if$>sv>ii/s -iS^7 h 
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D7A7i-n-;i/ T-fe^;i/ h5>^7i7- 1? (chloramphenicol acetyl t 
ransferase) MX-tffnyfciMi^^FAST CAT chrolamphenicol Acetyltrans 

ferase Assay KitlCfcoT. /3-;ff^* h i/#-Ht£iHt. MX-kf^M^SgAu 
rora Gal-XElC<fc otMtS 3 t^ttS. 
[0 0 3 7] 

(8) MCHlCJ&^rl/fcS LC- l^jfflflgttMAP kinasefg-ftftic J: o T*f5I# 
l^^tlS. ZKDifJfi 5: MAP kinase^, ^^>Jft*J&#, mm&Wfe (MTT 

ttiis lc- i(Z>jj^£^{t$i±£fc^©;** ';-->^S^e)z:i:^T*t 
&= 

MAP kinasefg-ffitt, MC H=b L < te-£©§§^tt&£ VU±MC H% L < 

tins£Tf&.mt&®zfflmzmin\L'f~%k. ffiffimmmfrbmi? kinasem^^s 

^fe&j&ifc|S$K:<fcoTMAP kinase#®£f#fc^ Mx.«^^fcM^MAP Kinase A 
ssay Kitfc T - [ 32 P] -ATP£^ffi VX^MiZW^X^ £ 0 ^ ^ U 
, SLC-l^^JflSSrlS^, M C H % b< li-e©i#ft$> S V> ttM C H t» b < lif 
©i§##fcJ:imifcffclMfc£&;taLfcgL [methyl- 3 H]-^^ t?>S:inA, ^-©^ 

- i/ a > ft V y 2 - X iH&i-£ z\ i: tc <fc o TiRUt^- 5 z\ t. tfx £ s «, 

S L C - 1 38Mafl&tf>if 58tt, fg35MS£S£. MC Hfc L < te*-<Dfi^#& 
SVxttMCH^L<tt^©^#^^<fctJ f ^'fL^S:^inb^:^^MTT (3-(4,5- 
dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazol ium bromide) $:2fo&n b % ffl 
MftiZJ&V%<$LtlTWntfmkLtL MTT/Jx^vtf > 5: tbfe>fy7 , DyV 
-;i/T*i&OS£i§8?LfcgL 570 nmODiaJtRi&M^-rSZlillCcfcoTfeM^T^eo 
MC H i: S L C - 1 ©^S:Ift$-&S^©, 

SLC- lftmffl&Z2 4Kzfl>- blZV^frmfc*) 5 0 0 OM^^-BIS^ 
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HtKli-e <Z>f§##& £ V * fcfcM C H b < * <DMm><b £ £ tt*Mfc-&4& S: ID 
figC^i0bT2 4^ra^#bfe^, [Bethyl-^]-^^ *;> fe^iA/^fc U 0. 0 
15MBq^ilDl6l|^tt5. WIPBS (-)T*&ofc^, * * / 

ft, H)feSnfejWl!S«:lKW*T4iat5fe-5. 0. 3 Nfrmiti- h U A*»[*einil6 

MCHtSLC- l<Z)IS'&«:SE'fbS**'ffc-&4b©*»feJ:, ^ $ *J J; 

Zli:lC«}:oTM^"r-5Z:i:^T*^So Z1<JD££, MCHfcb <\t*<Dmm&(OWL 
¥ K J: * tt» ^ttOif ifl £ »«J-r * f t#* £ fSffilESfg Jl CD & 2> £ b T 

Mtsri:^^. 8ttMfr&4fc©-#*:»#U MCH%b<ti:^©S§ 

[0 0 3 8] 

(9) SLC- lmmmmzMCHZ&M-tZZ.. K channeltffg&ffcU MAS 

, K>f*>i:K»Iftl<K channel 5:IotIM{:gSfflt5©t, IDJetCflHRRb 

([ 86 Rb])5:^iDLTli»;ji^-&T^VNfc^ > MCH^itlCiotMtS [ 86 R 
b]CDffiftZW/&?Z~£:'eMCHCDftm*:m%.T*%Z>o MCHilSLC-l CD& 
#&3£ftS1tSffr&4&©, [ 86 Rb]^ffi?SttS:ffJMbfe^65f^^^ U-~>^» 

2 4 3*»C*V*T2 0t©SLC- 1 mCi/ml CD 86 RbCl fe*tf«ifi 

*T?2B£H««'r*. JgMS&J:<i$fci*U #M#© 86 RbCl£^£iCRSKo MC H 
%> b < liMC Hfc b < tt*©SI*#fe J: OfaKkft^&ttllS 

C*iBbT3 0#ft©*«&iaJKU T*^>^-T*Sclif?Stt$:«!l^-rSo MC 
H%L<ttfo»ifti:SLC - l©|g^*:3eftS«Sfc^«f©^»Hu [ 86 Rb] 
SsffiJC J: «tt#?Stt©Ji# £M C H * b < tt-t© f§## T*S# b fct§Hr£ 
Jtit5z:i:i:<}:otil^tSii:^T'tS. 3©t£, MC H=b b < t«©f§ 
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- - > *r & n& o z. n % & „ 

[0 0 3 9] 

(10) S L C - 1 ^HHfig^MCHlC^jS bT^b-rS^flg^<Z)pH (acidif icati 
n rate) JCyto s e n s o r^I (^U^a^-fM^) fc&MLTiHJ 

Jg-TSZlillC <fcoT, MCH©?Sft$:IStSr^^T't5. Cytosens 
o r^S5rfJfflb^. ifflMpH|Eft0lSI:tS^i:C<!:SMCHi:S LC- 
lO^^^bSitSfb^O^^^X^ U-~>^$rJ^T{CfB-r o 
S LC - Hg^jfflBfcCyto s e n s o r ^fim©*^/!/!* L 

^&RPMI1640j*tfej (€l/^a7-f/H^W £*t^$iir5o pHjd^lfc 

5. MCH£ S LC- I<&j^£^ft31t5ft^©^#«:. 

flSOiiM^ P H^-ffc £M C H % V < tt^ £#3ftT|g:-£ b t iicMt 

SZ:t(CJ:oTlStSZ:i:^t^S. ZKSDil^. MCH*»b<l* j e©^##:(Z) 

[0 0 4 0] 

(11) SI'S (Saccharomyces cerevisiae) CDhaploida -mating Type (MATa) 
0>f£ V x. D ^ >^#STe2l±GgfiGpal £ # y »J , tt? in ; E>o-M 
ting fact rlCjS4§r LTMAP kinase£?£ttfl: L, J£*T. Farl (cell-cycle arrest 
) 35&Tf&3£fe&itm?*tel2tfm&4t-£tl2>. Stel2li^lCK-^-r-5FUSlS:^ 
*Ji@*0>Sei0>2S3l&i§#t-£o ^H^-Sst2ttJ^_t©ilglCOT»C«i 
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frtlTV^S (Pausch, M. H. , Trends in Biotechnology, vol. 15, pp. 487-494 
(1997)) . ZL<D&t>te&mft&te*mAm9a>&ZfflmLTMCH&l:&S L 

MATa^«©Ste2;l5J:tfGpal£zi- K^^^MS^PfcHN^ L, ftfcVlCS LC- 
1 <fc Gpal-Ga i2gft-&M S £ n - £ 3ft^ £ ^ Kir 2> . Far £ n - K 

•T-Sa^Sr^LTcell-cycle arrest*^ J: ? IC U Sstfcn- 

< 0 ££>IC, FUSHCfc^^^>^^*e^HIS3$:o^lffcFUSl-HIS33a^S: 
#At5. JWJt©*^M^X.^ttMx.tf. Pricee> (Price, L. A. et al., 
Molecular and Cellular Biology, vol. 15, pp. 6188-6195 (1995)) ©#^IC 

sa«tf)#&tca3^T. w h*#^>^##>r ^2 (sstr2) i^&slc 

^$tl^M^^«l±S LC - 1 <OViS> KT*&5MCHlC^MT')£jSU 
^©M^MAP^^-^©rStt^^^Tti^^^>^^^^^$4xS <ke) 

*C i£igifcT* tf>^-©0>£ W £ £: L T M C H IC J: £ S L C - 1 ^^#<Z)|S^ & 
m&-tZ>Z 2>. Jg^TlCMCHfc.fctfS LC- 1 ©Sg^fc^ffc^it-SffcA 

tu 2x io 4 ceu/mi(DmmT-\z**vyzi!&£Lt~mmm^mmztiQ?L. 9 x 

& vMiM CHtiL< ammftis «fc f*SMt:£-% £ L- * z: £ 

^<Dmm^mmx^^Lt^m^tit^i-^zLiLiz^^xm&-t^z.ii^X'^^ 
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m^mmz m c h % u < ii^©^#^s:^jn LTfe ^xmmmmz^mt^ 

[0 04 1] 

(12) sLc- im.te3-RNAZT7Vijv*if^fl<wmmmz®.Av. m 

CHlC4:oT$!l^-rSi:0flgrtCa>f t^lgMLT, calcium-activated ch 
lor ide current^ b £ . m&jg^&CD^fti: bT i: ?> AS r (K 

4yt>mm&mizm{£tf&zm& : bmm) . MCHiaot4cssLc-ii 

S LC- 1 ©^-&tCj^#&#A 5 'J-^>y5:ff&^r £#^£5 

o 

I.MBSi (88mM NaCl, ImM KCl, 0.41mM CaClg, 0.33mM Ca(N0 3 ) 2> 0.82nM M 
gS0 4 , 2.4mM NaHCOg, 10mM HEPES, pH7.4) lC*£;fr b 9 — tf-T- If (0.5mg/ml 
)T*|Pm^^<tl-&*"ei 9 1C, 1-6^f^ 150rpm-e^a-r-5o *14££MBS?£lC 
SS|-rSZ:i:T*3^^b, T^f^DT^lfa l^-^--epoly(A) + SLC-1 cRNA 

(50ng/50nl)£v-f ?n-f >^i^J/H>t5. SLC-1 cRNAtt, ttffi^in 
USA^M^bTfe. plasmid^e>in vitroT*^ bT % £ 31*1 £MBS?£cF»T* 2 
0TCT*3 B^fStS. r*l£Ringer?££$fsl/T^5 voltage clamp^gtf><&# 

2i liM C H b < tt* <fc tKttttfl:^* & -g-tfRinger^ £8£ b tifit 
ffcSrfH^-rS. MC H i: S L C - 1 ©»^«:«ftS SLC 
- 1 MKT "7 U ^i^lP#»l»©|»lBflt«ffijgft€:MC H=b b < 1«0>SI 

MCH=feb< tt^©»##©a^c J: sttfl6tt«ffi3Eft «:«i«Ii-*fl:^* 

4 3 ffilE# 2000-30 02820 
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*jg»fc^*CDpoly(A) + RNASr^A-r-5Zlfc=bT*#So * fcaequorin© J: o fcCa# 
£TT|j!3fc&£C£«fc5fc#>/\°*©»^©poly(A) + RNA£#>f > *J if i/ 3 

[0 0 4 2] 

MCHjfett-eoti: s lc- i *fctt j e<JDig^©iSg^'ft^^bs-&s^% 

^fctt^©!^^? y -^>?7B3r»/ Mi> S L C - 1 £ fcl«©i&, SLC 

- 1 ^^tsm s>sv\«s lc- i z&m-t&mm&mm'fr. ascfctmc 

*^9!<Z)^^ y-n>^*M^^ h^MfcbTti, &<D%<D#mvf £>*i£ 0 
1. ^^y-n>yMt*^ 

Hanks' Balanced Salt Solution (3f :/=l£fc§g) IC, 0.0 5 %<D *J i/tf&M 7J\s 
©SLC-1SS 

S LC- 1 Sr»3KS*fcCHO«Htt&» 1 2ft^!x- M:5X1 0 5 M/5*T* 
ifcfSU 3 71C, 5%C0 2 , 9 5%airf2B^ilfem 
K 

[ 3 H] , C 125 I] , C 14 C] , C^S] 3&ifT^bfeMCH 0 

^3 vx.rn.mmz.mm v t=. * © & 4 -c & * «- 2 0 -c kt## u 

®y Fmmm 

MCH^O. l%^i/itm7J^^> (islf^ttWD S:^t/PBST*lmMi: 
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[0 0 4 3] 

2. mMm 

0)1 27tjfflM^fl§y^-MCT^#bfeSLC-l$r^S-&^ISS:. Mfe 
ffligi»ilmlT'2|lI^Lfet> 4 9 0a 1 ©^MJg«^£#7X*CflII;l&o 

©l o -3 ~i o- 10 M<Dnmtatwmm$:5 n lanTtfetfe, 

»; IC 1 0 ~ 3 M© y K£ 5 fi 1 iD*T£ < . 
®&J£*&IBi*U lml©»isl^ffliR«*-e3ia?5ls»-rs. ffijfi(C^L^*ilt 
«J3!f>K*0.2N NaOH-l%SDST'g)|U 4 m 1 l/- 

U Percent Maximum Binding (PMB) £7&tf>5£ CI5t 1 ] T^&>£„ 
CRD 

PMB= [ (B-NSB) / (B 0 -NSB) ] X100 
PMB : Percent Maximum Binding 
B : 

N S B : Non-specific Binding (#M#MG9$£-£-*) 
B 0 : 

[0 0 4 4] 

it&mtt-lt* <Dm.lZ. MCHSfctt-tCDlftfcS LC- 1 *fctt*(JMfc 
SrSCftS** (Jg^&IHW&SV*ttffi5i-tS> ffc^Hnf&y, ^ftttfcttSLC 

f-^h) , &SV*ttKJra»»tt«LfcVWfc'&«J (V^5SLC-17>^ 
^h) T-&£o fft^ilUTH ^^K, K^zf* FttflS^ 

±ias lc - i t=t— x h-eth&frry* J— h^&sa^^tttofciNiff:^ 
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m*&>T<D (i) (ii) JC^ittfJ:^., 

(i) taiB®~(D©X^ — >^^^T^S4l5A>f • Tv*.4 £ 
m\ MCH££«: S LC- 1 * SHE S« ( 
WJC, ^^ISWtS) ffc£4&£#fcft, M<fc^%#_tg3LfcSLC-l£:fr-r 

fcttffiDSttSLC - 1 «*Stt&*bJfcvMfc#4&*fctt-t© 
%ttS LC - 1 J— X h-CfeSo 

(ii) (a)Sa*ffr&4fc€:S LC- 1 €r^Wr*«18WC«HttS*, _hiBSLC-l 

S LC - 1 T 3T— X 

(b)-SLC-l*Sttftt*ft^ft (Willi, *»3KU^fFJtttSL 

c- 1 rii-x hJ&if) £slc- i &^-rsmmjc«tts*fc»^fc, s 

LC- 1 S«5ttfti-6flS'&ttfeJ:0P«»fl:^»&S LC- 1 fc^fT SlfflliglCg 
«a*fe»-&KlfeW«, SLC-l&^Lfcfflj&0&?Sf£S:?H!lA£U Jfc«*r* 
. S LC- 1 &»ttft^*ft^»K:J:«IBJ6W»ffi4£&«^S-&#Sft^** 
fc«:-e<Z>l&M:S LC- 1 7>#rf— X ht'^S. 
gSLC-1 7^- X Mi, S LC - 1 CMfSMCHifeli-ero^tt 

jffiJC, S LC- 1 7>#rf— X M±. S LC- 1 iC*H-<&MCH* fctt-t© 

L-T«v**ifc#-«5«u ttSWfi, 9&ttffiJfiL, tefittffifii 
tfiflUBBIB, A:ntt«*ilk SLfl-^o*, #ftttA«^SIffi 
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Mv*s;i£:#-e£, s lc- i r>*rr-* v\mmmmm). A« (S^) 
mmMteztisTm^zzntfT'&zm. mams* asctt^^jRiB, n&ie«5E 

, Prader-Willi^^. i^feJ:^ CDMS ( 

[0 0 4 5] 

&»%&£<z>£L «a&££(Z>£L 
if If 

i: LTtt. «*.«3fSfc Sift. ^nW>i. 77^ 
6ft. vl/>f>t, 9^>m. zi/\9m. U>=TK, 
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^ & tl S J: o ic -r s © T? & s o 

[0 0 4 6] 
[0 04 7] 

if) &*f#*tfe>*u &3&«ftMiJBrt!U tcHjUZTJin-jv (fcfcjUia:* y 
, #>f*->ttJH6?Sttai (fcfc*.tfjKU VM- h 8 0 (™) , HCO- 

4 8 ajSE4# 2000-3002820 
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mmmmm t vx^mm^ > vji. k y vjvtju n - eh mm v x % «t 

o 

[0 0 4 8] 
[0 0 4 9] 

z<D£?izLxmbnz>mmz£±xi&m&x2bz><Dx. h^m&ifr 

; -mmz&A (M6 0kgfclt) Jctsv^TIi, -Htco^^o. 1 l 
OOOmg, ^KlilSll. 0)!i^3 00mg, J: U L < tt$j3 . 0*>>e> 

BG^B# (#M6 0 k g£LT) ^(D&mz&^xi*. -Htco^^jO. oi 
*^3 0mggE fiKlilSO. l*^2 0mggE «fc »J # £ L < fcfci& 0 

. i^e> i om S nm&w>m&mz£v&j3.-?z><Di)WU&x*2b2> B mamma 

UP AC — I UB Coiunision on Biochemical Nomenclature {C<fc<&B8#3£><5 \^ 

[0 0 5 0] 
D N A : T**ris V 
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c DN A 
A 
T 
G 
C 
Y 
N 
R 
M 
W 
S 

RNA 
mRN A 
d ATP 
d TT P 
d GT P 
d CT P 
ATP 
E DT A 
S D S 
T F A 
E I A 

G 1 y £fcl±G 
A 1 atfeliA 
V a 1 jfcfcttV 
L e u £fcliL 
I 1 e^fettl 
S e r £ fcteS 



3^ > 

TT—y$Lf~\*tfT—y 
i/h*sy£fr&T7 : —y 
^^yikfcityr-y 
i/hisy^tctetfr-y 

- v tfmm 
s'j ym 
H'J ym 

x-?- 1/ > 2? T ^ > E9g£g£ 
h y 7frytnW?m 

yy 

/ty > 
n>f 2/> 
>r y □ >r s> 
■t y > 




5 o 
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[0 0 5 1] 
Thr*fcttT 
Cy s *fcl±C 
Me tgifcliM 
G 1 u £fci±E 
A s p jfcfcteD 
Ly s £fc«:K 
A r gltfc&R 
His £fciiH 
P h e ££ttF 
Ty r £fcttY 
T r p ifettW 
P r o SifcteP 
A s n^fcttN 
G 1 nS;£:ki:Q 
p G 1 u 
Me 
Et 
B u 
P h 
TC 
Bom 
NMP 



~7u V y 
^ y 

f7^'jy>-4 (R) -%>V7$3rV* 



P AM 

[0 0 5 2] 

Tos : p - h;i/jL>^.;i/7*— ;i/ . 

HONB : N-n Kn^f^- 5 - J )Vtffr*y- 2, 3 - S?#;i//j<3r 



5 1 
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B z 1 : *<yP)V 

Br-Z : 2-yn=EK>j/>t^^*;i/j}?-;i/ 

Cl-Z : 2 □;i/^>i/;i/^-^r^^7^//Jfn;i/ 

b o c : t-^;i/^-^ri/*;i/d<^;i/ 

HOBt : l-tKn^ri/^>XhU7y-;i/ 

DCC : N % N' W\3ri/A/j3)l>$\V4 K K 

TFA : h'j7Mnil 

Fmoc : N — 9 — ~7 Jl>7fr l/—)l>J> h ^ci/jtj 

dnp : j;-hn7i-;i/ 

Bum : # — V -7 b*ri/ 

T r t : h V 

BSA : ^>>jfe?lT^^$> 

CHAPS : 3 - [ ( 3 - n 5^ F^nif;i/) *^fls7^=E—7t] - 1 

PMSF : 7ilWfMMlA7^t'J K 

E64 : (L - 3 -trans-b!j;i//K^r^-=¥^^>- 2 -*;i//J<~;V 

) L-n>r i/jv-rr-r^y 



GDP 
MEMa 

F u r a — 2 AM 



: l-[6-7^ y-2-(5-^;i/^^rS/-2-^-^r-9-yj;i/)-5-^>!/ 
7 7-n^ri/]-2-(2-7 5 7-5>l^;i/7 3i/^ri/)-3i^>-N,N,N' f N , -E9»Ifc'<:/ 

HBSS : /\>**¥g§J&?g 

Fluo-3 AM : l-[2-T ^ ;-5-(2,7-^^nD-6-t Kn 3f S/-9- 
^rif 37 en y */] -2-(2-y ^ ^ -5-* ^ 3f i/) ^ 9 >-N,N,N* ,N' 

HEPES : 2 - [4 - ( 2 - h: K n 3f S/:n^;i,) - 1 - bf^^^-;i/j 
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1 1 — 249300 



MeBzl : 4 — JL&fl/KZ/VJI/ 

NMP :N-^f^/^U'JK> 
[0 0 5 3] 

mn^-. i) 

: 3 ] 

h SLC-1 & 3 — K-TScDNA©^^ — >^lC^Mbfe-^^DNA$:^t-o 
: 4 ] 

hSLC-lS:zi- K-rScDNA©^.^ U - — > ^IC-^ffi bfc^DNA$:^-r o 

sLc-i cdna© ±m.mmn & m -r = 

CBJ#J## : 7] 

7>yf SLC-1^3SCH0«fffig©# * n - > IC £ t* -5 SLC-1«RNA©»3S* £ Mfe ir&fc 
ftJCttMl/fcUJKyn-^ (riboprobe) fc^-To 
CK^I#-9- : 8 J 

t: hSLC-l£3- K-TScDNA$:^#-rsfe«?)tC^fflbfc^DNA$:^i- 0 
[®#I#H§- : 9 ] 

t hSLC-l£n- K-TScDNAS: 2^lCf £fc«>lC^M Lfcy^-f V- 

C^J## : 1 0] 
t h SLC-1 K"*-&cDNA^Jft3Sffliai«:33*f. 

5 3 ffiU#2 0 0 0 - 3 0 0 2 8 2 0 
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[gB?D## :12) 

t hSLC-l(S)£=i- K-TScDNA©^^ U ^IC&M Lfc£j&DNA£^-r o 
CSB^JS# : 1 3 ] 

t hSLC-l(S)&n- K-TScDNA©;** U - — > ^iC&M Lfc-&f£DNA£j^-f „ 
C62#l#^ : 14) 

t hSLC-l(L)£:2- Ki-ScDNAOD^^ U ^tC^M LfcAfMAfc^-t. 

C@B#!## : 15) 

t hSLC-KUfcn- Ki-£cDNA©X* y-^^C^MLfc^J&DNAfc^., 
CK^J§# : 16) 

c-i(s) cdM<D±^mwin^-t. 

tmWtt : 1 7) 

C-l (L) cDNA©£&^@g?rj fc^fc 
CIfi#J## : 1 8) 

t h sLc-i (s) m^cEomm as <t # t h slc-i (d iiS3SiCH0;mifetf>#? □ - > ic j$ ^ 

SSLC-lmRNACO^^a&M^-rSfefiblC^fflLfe'J^^'D-^ (riboprobe) £^ 

-r. 

C1B#I## :19) 
Des-Asp^MCH (MCH(2-19) ) <D 7 ^ J WM9\ ^^t„ 

Cf2i«^ : 2 0) 
Des- [Asp 1 , Phe 2 ] -MCH (MCH (3-19) ) <D7 ^ J WMW^'m'to 

CSB^I## :21) 
Des- [Asp 1 , Phe 2 , Asp 3 ] -MCH (MCH (4-19)) © 7 5 J WM9\ 

CfB#I#^ : 2 2) 

Des- [Asp 1 , Phe 2 , Asp 3 , Met 4 ] -MCH (MCH(5-19)) (D7 $ S ^Sl^tlfcatf o 
CIB#I#-S§- :23) 
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Des-tAsp 1 , Phe 2 , Asp 3 , Met 4 , Leu 5 ]-MCH (MCH(6-19))©T ^ J W&ffl%:m-t. 
mm&-% : 2 4 ) 

Des-tAsp 1 , Phe 2 , Asp 3 , Met 4 , Leu 5 , Arg 6 ]-MCH (MCH(7-19))<£>7 ^ J WMSM^L 
[0 0 5 4] 

tiZf^XS. FlZ&ZJ&'MMWkfa Escherichia coli DH10B/phSLClL8«U 1 1 

*2n i H^e>3tfe!Mm#x^^^x^xm^w^m (nibh) icw 

f£#-i§FERM BP- 6 6 3 2fclt, ¥f£ 1 1^1^21 HA^MHSA * 
ft&mZZffi (I FO) FO 1 6 2 5 4 ZLTWntStlT^Zo 

[0 0 5 5] 

W tf>«5B 5: PB5t "T -5 © T* it V * „ 
[0 0 5 6] 

MK8rffi4&tC£**U CHO/ SLC-ljjSfflfigtf) CAMPUS: ^JSttJCfflW 
7 «y Miffi1oli3I#^ D 7 h ^7 7 >f - (HPLC) :7^*$/H>&JSrnc 

cxio^ra^bfco tt*>ic*#u 48 mKDmm^taxxmmmi.o m 

jKU hn> (20,000 rpm, 6#im) £J8v%T?&#Lfc. ftftfMR&S'b (8,0 
00 rpm, 30#) LT_h?il£Jfc *K tfc^lCfcU.O Mgf^O.8 l&MZ-TUmtfV bU 
>K«fcoT?&#U (8,000 rpn, 30#) tt±f5:ljlofe. ttfRtCttl.O M 

»»0.8 l&in*.TSl£jtfl> hn>lC «fcoT«#L-»Lm (8,000 
rpn. 30#) LT_t$ff£#fco _fc?flC 2 *g*©#7 "fe h > &4TCT?«>o < »J ST 

1 ima©^&icj:oT#fc±^ico^Ttt-iifejg#u 2nis©^i>ic 

000 rpm, 305» LTifc® »e>*lfc_tif;fre>:i:,KjK I/- # -IC J: o T^c 
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x - h fe» fflSE jK I/ - # - *C <fc o T ^ffiffc lC$giB& L T x - t)V £ 

%±iz&&i,fc. mffimzjf^xmmmm (7KA>f>y^ dp7o (90 mm*)) 

T?@igU mWLZX^xmJl^J* (20mm* x 240 ma) KjfeJg L£C18 (U>fx^ 
YMCgel ODS-AM 120-S50) :*7^ -MC^iD Lfeo A 5: 1.0 MH^300 mlT* 

gfe^, o.i%hU7 J n/3rngf^iS:-g-^60%T-feh-hu;i/30o *\x*mmLt~ 0 

Mf0.24g £5mlGDDMS0lCig^U #CJC1.0 Mf^^45m 1 £fltIX.T^y hflMffi 
gS^bfc 0 hl^JftffiSaSrl.O MSf^T^fSftLfcSP-Sephadex C-25^7^ 
A (77i/tA77^7WHtr^, : 100ml) IC^itJU 1.0 Mf^ 

&50ml-e&i£bfc&, 2.0MtTU ^>100ml^ffi®^i:2.0Mtry ^> • I^100ml*£ 

^$£$£5: Lfc„ **£%»ftftl00ag£10 «il0O.l%h'j7;i/tn 

gf^£-£tJlO%y-fe hzi h U U C18*^A (h-V-, TSKgel ODS-80 
Tg (21.5* x 300 mm)) ^ m ^ t^lO%t^ h60%(O0. 1% h V Z7 JVytUW^^^tl 

r-fe h- h v )v<Dmm&m&mmiz£z>EPLCizfrvr~ 0 zftrnzmmtizmm * 

KiU $£^£0.2 *l<Di?*mxfl/Z7 7t*ri/ K (DMSO) ^8¥Lfc 0 

USSM 4 T?f£§g b fcCHO/SLC-l^Iflg^ J: tfmock CHOj&fflflS £ 247t ^ I/- h IC5 x 1 
0 4 cell/wellT*S3U 48B£fm*&# Lfco 3M$:0.2mM 3->fy7*f^-^f 
fr*4)-Z/^y£.Q.05% BSA£20mM HEPES £-^tf A > * 7 7 - (pH7.4)Tgfe 

i£L£. (JSAT* 0.2mM 3 - ^( ^ zf^- JV- A/^-^^^Z/ tO.05% BSA£20mM 
HEPES$:^t//N>^^A^'7T-(pH7.4)$:. /I <y "7 T - £ . 

0.5ml©HJSfflA-/7T-S:in^T3 0#iSit#3§T-«ISLfco R(£ffiA»;77 

fr^lC0.25ml©^fli/1^7T-S:«lCin^^:^ HPLC77^ 
^>3 >i:2/*M7*^/^ZI U >£-£fr0.25ml©Mj&J§^:y 7T-S:MflSlCiDA, 3 
7rT*2 4#fm J £j££-frfc 0 100/il(Z)20Xig^g?$:illAT^/SSr^ih$ii:, & 
ICtKJiT* 1 Wmm< ZLtlZ* »Ji8Hfi&p*gcAMP£ill!mLfc 0 »m?g*©cAMP*l±, c 
AMP EIA3f y h (7vi/YA77^"7i/7;t>f^f^) £jg^T80I)e Lfc. -£0> 
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t=. mi) c cmp&f&wffltsmz. ? * i/*<£tsfiLfcmrtv 

•7 r - fcSsin L £ £ ©SmpgcAMPij^ e>MJSJS A y y 7 - L t=. H # com 
gg cAMP* S: ^ C *$:1 00 %t LT. HPLC:7^?t/a> 0&:7^ a > £ D 
MSOT'10 0M^LfcMS:l # lgs;&nLfc) £ini*fc££©*lHlI&p>3cAMP* 
e>MJSM^ y 7 7 - £8* An b t. & ©Iffli&ftcAMP* D fc* £ % £ U xmt> 

[0 0 5 7] 

2 hm&myntpG)^ V hSLC-l»3»CHOjttlfiK:^-LT4f I5»JCcAMP-& 

1 T?CH0/SLC-liSSBJ^C^i-ScAMP^||I^&^^bfcHPLC^H34$:g 
e^fi?P^T?*>-5^n^--^ (Sigma, protease Type XIV (P5147)) T?#t3MU 

-hia^y hBS»ffi%HPLC#M (# 34) 2^15:0.2 MMt^T ~ ? A100 ,a He 

An*.. rtiic^n-^-if3 / i g$:^ini/T37 , c , r2^^-f h LfcgL ffl 

myk#T*10ftfflMmisT7°U-)--l£$:&:t%-Z-1*:fe B ZltUCBSA 0.05mg;J3 J: tfCHAP 
S 0.05 mg£-£t^W7fc2 ml$:Jn^.T*>e>^|g^bfc„ n ^ - « <Z> =fc (Z> & 
Sv%liJnH&^3J;tJ f ^|g^©^$:M^-&fe«?). ^n^-l?©^ hplc#®©# 
fcit^^D ^ — if Ufe^lCHPLC^H^^PX-fc^OCo V^T ^I^SI 

Ic^SLT^ig^Lfeo ^^bfe#M^$:2MM7*;i/^ny 
fflA»;7 7-j§iU lC^"T^^lCi:oTCHO/SLC-l^HflglC^lnibTcAM 
P^«I$!ltStt$:M^L^o ^£®2lCatLfco y hflg»ffi^*©CH0/SLC-l 

bfe^fc* v ?)3 (Z>4gjg#S % b < lf<7°T £ z: i: *^ $ tlfco 

[0 0 5 8] 

#fffl3 hBg}*>e>©^y hSLC-l/CH0Sfffl&lcMLT#Me5fCcAMP^ai®| 

CH0/SLC-l^lC^LT#M«JK:cAMP^«lM?S14$:^-r?S^^$:^^ hflg 
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M^T>^-^7A(pH 5.25)5mllc?§8?U ^-f ^ A (h-V-, TSK 

gel CM-2SW (4.6 mm* x 150 mm)) IC^fllJLfc^, 10%Tiz h — h V JV^tilO 
mM;fre>500 ■M<Z)¥1K7> £ E-*.MpH 5.25)©^^SB{C<|: o T?g«4&jR 
Lfco ig&tt^rttT^ — *A320 mM#i£{CiajR$tlfc. ?Sft^@2mUC0. 1% h 

7\° U - > 3 > - zf. Vydac 219-TP54) tcSsfln L 0 . 1 % h V 7 n 

^£-£tr27.5%^e>42.5%(Z>71r h- h U;i/©^&JMBfC £oT?£ffiL£o 
fcfcTi? h- h U 71/31. 3%|?fa£jCtf}^b fc. ?S£#M0. 96m UC 0.1% h y ^;i/^-n 
Bf^«:-g-tflO.%T-fe h— h U;i/4.4ml$:in^. % ODS^j^A (SP#fls5*, Develosil 
ODS-UG-3) ICS&ftJLfcfft, 0.1% h U ^^/^-U^$:-g-tf27.5%^e > 42.5%(Dr 
•fe h^hy^©iiS^lSBJC<J:oT^mL/fco ^£B?S«lf-^#lC#i&T*^Lfe 
- ^ttttT-fe h-h y>0/36.8%#3£ (7^*2/3 >No. 16) Idfl-hf- * £: 

m^Lfeo 03) . 

[0 0 5 9] 

##M4 hK**e>»»s*ifc9 * hshc-mm^ommzn^x^^mizck 

##M3T?*jt$g£;*ifc^-/ hSLC-lfg^CHO|ffl|jaiC*fbT#M^tCcAMP^«lM 

fcJBV'T^y ^ V>$fcLF3400 Protein Sequencer^ J:§7^ 7 pfc3£7^ >>ME#| 

6^S B tC ttSH^J^^f©^^ ^tCCys^X^v e> L, dehydroalanineCDPTH^# 

>(me lan in-concentrating h rmone, MCH)CDN^3g^ £>16$gg£ -£0)7 ^ 7 
#NC— Stl/fc. ^3T*#f£i4%®5:JE0L HX1101C «k 5jM##r#f tC «fc o Tit L 
fctZLZ^y hHCE<D^mtmit—m-t^>n/z 2387.3lZi/lf-r)],&m&Ztlt=. 
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) #&5££*l£o fcfc. ##M3T-#e>*lfc^4#®34;iS£tf35lC^V*T%£j& 
[0 0 6 0] 

1 5 V bflgl&3fccDNA£JgV>£:PCR8ilC <fc£^ y hSLC-1 ^#cDNA©if 

ti 

59 hflSE&3fcpoly (A) + RNA a - **fc) &«?£U 5>#\k:/5 

>f V-£M^Tj£if£^MJ&&fT&ofco ^S¥SJStt, *;*5RNA PCR ver. 23f 

^i:tJ ^ 4^D•&^DNA^ , 5>rv-S:MV^TPCR^^CJ:e^i^i^:f^^ofeo ^DNA^ 

^ v - a icrnm s £ m*©*^* 5 **! s n z> <fc e> &mm v 

^DNA^5>fV-^-0.4/tM, 0.25 mM dNTPs, pfu Ub7^^->tt) DNAjKU 

ifipgCDfei?)©-^^ (/t-3f>:n/l/V-*fc) 94 

X: • 60#<Z)Jn|^CD^ 94TC • 60f£, 60TC • 30#\ 72TC • 15O#0>1?-^f * ;i/£35® 
^Uigb,«^lC72TCT*10^^|S$-l±fcc Jf*IM^<Z>fl£ig«U 0.8%T^fD-X 

[0 0 6 1] 

mmm 2 ?cm^<Dzf^ * fx-*-* -swv-zftu - —> * xcdna 

7iy-;i/- ^nn^Aftr :n# y -/l/ifc®£;fT&oTDNA£iaJ&L£: 0 PCR 
-Script™ A«p SK( + )^n-n>y^r-; h K 5 # >*t) 0>*Q!;£lC(£VV 
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!hJIRI/£DNA£:/^;*^ # -pCR-Script Amp SK( + )^if^^ n - — y>f U 

dtl^^S/a: V fcT 3'J ( Escherichia c li ) XL-1 Blue (7.V=7#V- 

J;m-gal£#taB§t^Jgifi*T?jg#*U efe^MtSi'n-^fiD^^Sgbt 
o£*g#£Jg^T#g|U ^liME. coli XL-1 Blue/^ y hSLC-l£#£ 0 
M*®*n->£T>l^y >£^&LBigi6T?--0&ig#U QIA pre P 8 mini pre 
P (3fy4*>*t) fcm^T:/^*^ KDNA£MI3Lk. M$?LfeDNA<Z>-Sl$S:mv^ 
TMISMiSal Ifc^tfSpe ItC J: S^6ST&fT&V^ #A$tlT l^^frcDNAjfr 
#CD*£3S:ffiligl/fco &SIB#J©&^<Z>fc#><Z>;£/&»DyeDeoxy Terminator Cy 
cle Sequence Kit (A-3f fcfflV^TfT&V*, g |& 2/ - 4" > 

ftTV*S9y hSLC-l#W\°*M (SB^J## : 5) £ 3 - K^T &cDNA®2#| (Lakay 
e, B. et al. Biochim. Biophys. Acta, Vol. 1401, pp. 216-220 (1998), acce 
ssion No. AF08650) ©5' ffllCSal ll&W&M&lifittM 3'flHlCSpe I&£5!£I#C 
#iDUfe«^ffi^Ji:-^i-S3i:$:5t^bfc (IB#I#-if : 6) „ 
[0 0 6 2] 

fu 5'ffinicsai mmmw-frtfisah. m^s?* iummM*tftovt=.mm. 

^tfmX-Zftfczr^Ts^ KlCkoT^jtt^m^tl^E^ coli©^D->J: U Plasm 
id Midi Kit (*yy>tt) S:Mv^Ty^^^ K&SMSU MI&MfSal Ifc^fctf 
Spe IT*«JWTbT>f N^Sr^JUaibfco >f hDNAte«^cgm, T 

AfcSal Ii3<fctfSpe IT'^Br Lfctfr^flS^M'** # ^ KpAKKO-lllB 

(Hinuma, S. et al. Bi chim. Biophys. Acta, V 1. 1219, pp. 251-259 (1994 
)f2«0>pAKKOl.llH£im— <D<>7 X-zf^^Z K) tCflDX., T4^>f>f-;* (^T@ 
it) &JSv*T9>f^-S/a>*:fTJ£fcV^ KpAKKO- SLC-l£$i 
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pAKKO- SLC-l-ej^M^LfeE^ coli DH5 (h-H-itf-) Plasmid 
Midi Kit (3f74*>tt) fcJS^TpAKKO- SLC-1©^;*^ KDNA£it§g Lfc„ Zl 
*l£CeliPhect Transfection Kit (7vi/^A7 7^V^7^W ^ir^^t) £M 
V^tt^D hn^/lCt^oTCHO dhfrllfflflSlC^ALfco 10 /ttgfiDDNAfc U 
;i/ Ah 24^f^iulC5 x 10 5 £fc&l x 10 6 ^CDCH0 dhfr" 

-g-MEMa^-e^Ufc,, 3l^^4»T*lf5BLT< SSLC-m^CHO«HfiST*$>-S?^ 
[0 0 6 3] 

*j V SLC-l l/t^ # -gBMnRNACDf§g!*(Dl^CH0/ SLC-liffl 

HJfeM3^3i$*lfeCH0/ SLC-ltfc56?n->GD£^y h SLC-l U iz ^ # - 
gaSmRNA<D^3^a&Cytostar T Plate (7Yi/^A77;i/-7i/7;HtT^tt 
) *m\\ mtf<D?U hzUWZV£- = >X&>T<D£olZfflfeLfc 0 CHO/ SLC-lt^©# 
? n - > fcCytostar T PlateCD^&wel UC2.5 x 10%-f ^>iltaL/T24B£|gjg#U 
fc^, 10%*^-7'JXC«j:oTiaBJig$:@Sbfe„ &wel He 0.25% Triton X-100 
£^&nLTifflj&(Z>^i®4££&tffcgL ^S^/^^bfclfi^-i- : 7 ©riboprobefc 
;&IJX.T/W 7V ^X$tt t 20 mg/ml©RNaseA$:^-weincinAT3t^l©ribopr 
obe£?ftftU ? I/- h £ J: < Ufelfe, ^ V #>f XLfcriboprobe©ifcSif 
?S1£S:Topcounter-eM^Lfc. ^MS©l«^^^mRNA^**^V> 0 mRNA^ 
*<Z>i^3?D-> (#3,6£J:tf44) fcJSATOH^lCM V*fe#, 
#44&£lC/8V%fc (04) . 
[0 0 64] 

5 MCHC J: £ ^ y h SLC-l#l§3KCH0jmfiglC*f--f £ cAMP-a-J*8J*B!l?£te 

M-fScAMP^aiM^ttSr^TtC^-r^^T'SlI^Lfeo HJSfl! 4 b fcCHO/ 

SLC-ljj!fflflg£24^l/- MC5 x 10 4 eel 1/wel \Xffl& U 48B£fSi£#Lfco lAIS 
&0.2»M 3 --f V ^^/-^-^;i/^-9->^>^0.05% BSA£20mM HEPES&^t? 
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/\>**7ty:7 7-(pH7.4)T*8fci£Lfc (J^T. 0.2«M 3 — fy^f^-^^ 
^ri^>^>h0.05| BSAfc20nM HEPES&^t?^> * ;* A y 7 7 - (pH7.4) £ 
jSM;1>y7 7-i:^) „ ^©#0.5ml®j£j£M/ty :7 7-£in*T 3 0^^ 
#i§T*^bfeo HJ&JBAy :7 7-£l&^ £r7clco.25ml©£j&jS/1y'7 7-£ 
ifflfl&lCj&njtfcSL S^©*©MCHil2/tM7*;i/XnU >S:-g-tf0.25BlCDHiSM^ 
y:7 7-£jfflfiS{CiDx., 37rT*24#K)5J&£-erfco 100/*l©20%igig^S:}6D^ 
TSJSSr^ihS^ #ClC*K_tT* 1 B#ISg < 3 £ IC J; U SBS&ftcAMP&ftffi Lfeo ft 

V^$ff5tU£:o ^©jfigljl, MCH«0.1nB©tiS"e^e>^lcaffflSWcAMP4$:<£TS-& 

in L h ^©^flSi^cAMP*^ e>HiSffl a 977- £8sin b h £ ©mwcamp* 

£*$££*£100%£ IT, MCH$:inx.iti:^©^IIflartcAMP*^e>MlSMA9 7 7 
- SrSsfltl L tz. H %. ©jffll&rtcAMP* C fe* £ % i: L T^fc> L 
[0 0 6 5] 

£j£ft[6 MCH#^ >y hSLC-lfggiCH0;TOiC*f LTi@t577^ K>»fW» 

£CH0/SLC-l||ffjag£247t7*U- MC5 x 10 4 cell/wellTiSU 24B£fmig^, 
[ 3 H]T^3f K>&£0.25 a Ci/wel 1 £ fc£ «fc ?8sfln b fc. [%] T9=^ K>tt»lW 
16B#fS^ i8O£&0.05X BSA£20mM HEPES£-£ifr/\ > ? y 7 7 - (pH7.4) T? 
8g8*U #welUC0 . 055t BSA£20mM HEPES£-£&/\>?;*./1y 7 7-(pH7.4)lC 
*Hl/fea^rOltKO^J«7 9 KMCH500 * i «: I, . 0.05% BSA£20 

mM HEPESfc-g-fr/N >^^77- (pH7.4) SrS^ffl^ -y77-i: l^/S* 0 37"C T6 
0#|S>f >^a./<- hbfcfcC jK0IS4OO ft 1* i/y* Is- *-lZM?L. fcfcWL 
* fC L 7c [%] 7 9 3r K > Kf^m © * & 5/ > 1/ - 2/ a > # 7 > # - 1 C J: »; 
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3*lfc„ (@6) „ ®cfJ. T^^K>^^#Ji*ai?Stttt> ^«^yhMCH#» 
iDHiS A v ? 7 - IC £ £ igMfetfJ© [^77^ K >^fSaf^tf>* &100%tlfc 

[0 0 6 6] 

HJ605 7 \L hSLC-1 cDNASr^tf^^^^ K©^jt 

r-fl&J&^E&3fccDNA library (SUPERSCRIPT™ cDNA Library;GIBCOBRL*t) 
Genetrapper cDNA positive selection system (GIBCOBRU±)<Z> V— d 7 )HZ$£ 
■dX , -77-V Fl ai> K** U7-l£Zm^T. DNAlCnickSrAtlfe^ 

i'Jkt nu mrvyi? U7-H uiT*m<t-*z>z}iiz&y. i$im.thm 

JfcWtflJfccDNA library^MSgb^o 

Kolakowski Jr. £> (Kolakowski Jr., et al (1996) FEBS Lett. Vol. 398, pp. 
253-258) ©#£lC^^Ttf2§gLfcI2#!## : 8<D&f&*V Is*?- K (a 

ccession No. U71O920)1434-1451lC*B^) ©3' ^3glCbiotin-14-dCTP$r Terminal 
Deoxynucleotidyl Transf erase &MV^ xfi tU b, biotinft;;*- U zijl & X/**^ K 

mmthmiffimMcmk library 4 Ag£95TCT*l#^?S Lfc^, X.±T*tt 
U biotinfb^-UDT^^ K20 ngZMX. 37"C"ei^^, «#A-f^y #V 

„ MAGNA-SEP Magnetic Particle Separator (GIBCOBRLfr) biotinft;:*- 
V rf** VZ^Y\ZJ\j yj^>fXLfcl*It h^Mfi^cDNA$:#^L, Kol 
akowski Jr.£>©$^ (Kolakowski Jr., et al (1996) FEBS Lett. Vol. 398, p 
P. 253-258) Kg:5V^f£igLfcgB#l## : 9 <D&&*V ^3? * U?t? K (acce 
ssion No. U71092tf)1011-10281C*B^) 50ng£^-f V-JC LtY- aT/UCt* 

[0 0 6 7] 

HiH8 #glUfeti HSLC-1 cDNASr^tf^^X^ K©£SK#I<Z>&;£ 

H£gM 7 7?# btlfe 5. K£ELECTR0MAX™DH10B™Cel lslcm 1/ ? h n U 
- 3 >8iT*#A UT^f^ b fc^u cDNAfli A£r# £f#^ *n->£7>fcr$/ 
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bfeo^««T*OOVxT^b, mttim^E^ coli. DB10B/hSLC-l M 
4(09 U — >*:T>¥i/V >£^trLBigifi-e— ®fclg#U QIA prep8 mini prep 
(*yy:/*±)S:J8^T:7^X$ KDNAfcfjfg! Lfc„ &SIB#J&5£tf> 
, DyeDeoxy Terminator Cycle Sequence Kit (A— 3f — tt) &£H>TfT 

fcvv ^^Si&i/->r>-9— £ffl^T8?^Lfco : 1 0 IZ 

: 11) tt, Lakaye£>GD#Hr (Lakaye, B. et al. (1998) Biochem. Biophy 
s. Acta, vol. 1401, pp. 216-220) fC&V%T, \L hSLC-l©gB#I fc^fr tl h^fe 
ftDNAfi!^ (accession number :Z86090) £ =fo i: IC lt7 y hSLC-lj^ £>|g$fe$*l 

WCDS e>JC69&0f647^ y»J:SKK:lB*&3 K>^&£ATG#mRNAJ:T'#£i- £ Zl 

scherichia coli DH10B/phSLClL8£ I FOfeitfN I BHlC^feLfco 
[0 0 6 8] 

mmm 9 loa^e-*-*, si£-mmciiommvm&'^®G tp t s 

MCHCO^ v h SLC-l^^CH0MSS^M^lC*|-r 5 [ 35 S] -Guanosine 5' -( 7 -thio) 
triphosphate©^{Sji?Stt$:J^T©^^lC<fc 'Jltt^ ft1&J{Clg|®#©Sli§g 
^Sria^-TSo 1 x lO 8 M<Z>CHO/SLC-l|0jBgtC 10ml© * ^ES?*- h^i>77- (10 
mM NaHC0 3 , 5mM EDTA, 0.5mM PMSF, ljtig/ml pepstatin, 4>ctg/ml E64, 20/tg/m 
1 leupe P tin)^flDU tK'J hn> (12,000 rpm, 1#|^) fcffiV*Ttt#l,fc. 0 

(1,000 e , i5#m) isT±mzmt~o &izz.<D±mzmmM 

m. (Beckman Type 30D-^-> 30,000 rpm, H$-|H) W ff£'ft£:i£JRtt&9'!? 
hSLC-l^CH0Sfflfl§Bim#£ Lfco 
GTP r S^?S^<Z)«!l^li^T©3iyT*fe-5o 9? r- SLC-l^CHOfflfl&BI® 
(50mMh y ^.m^S?g(pH 7.4), 5mM MgClg, 150mM NaCl , 1 
MM GDP) T'#3Klt> *>A°*^i§g30 mg/mlOTy "fe-f MlfflSSIl®^?fi«: 
0<S 0 T yfe-<MKM^^^200A 51. 5nN$lS <D [ 35 S] -Guanosine 5' -(7 
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-thio) triphosphate (NENtt) %2/i 1 ©iiS0)MCH(/^>;* ^tt) &2 m 1$£ 

lC:7>f;i/#-£8fc*£MrW 7 7- (50mMh U ^JEg^®?gt(pE 7.4), 5mM MgClg, 
ImM EDTA, 0.1% BSA) 1.5«lT? 2 0ifci*bfcfk 7 ;i/ 2 -©JJttifJStt&SCttS/ 

S [ 35 S]-Guanosine 5'-(T-thio)triphosphateg$:it^:$-ft^ 0 £ fc, j&0.5nM 
[0 0 6 9] 

Hjg#[ 10 fc: hiMI&fi3fccDNA&ffi^£:PCR8ilC,fcS h SLC-lcDNA©ifi|@ 
V-y h^V^mzj: V 9U- — >tf2tlt=.t h SLC-lDNAIE#I£-g- tf:/^ 
K£»3[£U : l 2^«fc^i 3 ©^DNA^^-f v- i:SB^J## 

: 14£<fctfl 5©^DNA^^-r •7-$:ffiv%TPCR^lC < t:Sit(g$:^ti-mfi 1 & 
ofc„ itf#(Z>Jtf(IDNA£fc hSLC-l(S)£, ^#0>if(gD N A & t hSLC-1 (L) 

S)*(M6©fij£«©ilBJ*H\ t hSLC-lDN AmMtttl^XS KM®5 ntU ^> 
JEftDNA^^>f ^-#0.4*4 M, 0.2 mM dNTPs, pfuDNA/K V * =y — if 0.5 /tlfcitf^ 

v^- (/^-*>x^/"e-%t) &jbvv 94tc •■ 6o^©an»©«, 941c 

• 60#, 57*C - 60#, 72T3 • ttO&W-i 9 J\, &25@|ft *J jg U ^^JC72t; - 10 
MSbfe. H hSLC-l(L)J»«©iE^«a)Jffl«tt, fcl hSLC-lDNASB3^ 

^tiZf^y^K K»S5 ill, ■&J«DNA^9Hf , 7-#0.4/£ll, 0.2 «M dNTPs, pfuD 
NAjKU tfO.5 /tl£J:tfai^(C#A®A«y7 7-^ ^^4«50 

W 94*C • 60%P<DMm<D&. 94t: • 60#, 60T3 • 60f£, 721C • 3 #©if-W t A/ £: 

250»y3gu .A#(c72r; • io#«fiUfc Q *fffUtt<z>m&* o.8%r#n- 

oc^^^A-^n-r-f K^felCkoT^f^ofec 
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[0 0 7 0] 

. 7i;-;i/-^nD^Aiffi, J -;i/ft^£f?&oTDNA£iiiJfci,fco p 

CR-Script™ Amp SK( + ) * D h (X h 9 # 5?- >*t) ©fll^fCfEV* 
, EURbfeDNASr^^^^ ^-PCR-Script Amp SK( + )^-^^^ O - — > >f 

Lfco ZUl&xS/a: II HT 3'J ( Escherichia coli ) DH5 a competent cell ( 
h-a-tf-) »ca»ALT^K««lbfcft, cDNA#A$T#£*#o*n->£7> 
fcTS/y >^J:t)tX-«al&^tfLB«55i&«I*f *C»iflL. a-fe£M-r£*n->cD«* 
S:««Ufeo*»tt«:fflV^T4>«U. hSLC-1 (S) ©JgflMEjftfleE. coli DH5 a 
/hSLC-1 (S) £ \L h SLC-l (DO^ftlgijlfrEi coli DH5 a /hSLC-l(L) £#fc„ 
©irn->S:"T>lf*/y >&*tH3»«I*e— lft«§IU QIA pre P 8 mini prep ( 
3f7$*>*t) £/§VnT>^X^ KDNA&WSbfc. MgLfcDNA©-g|S£MVNT1i!J 
Vmm$*\ I35<fctfSpe Itc**«JWf«:<f3S:V\ #A3*xTV*S£*#cDNA»rtf © 
£5lSgb£o *&SBJ#I©S^©fc«>©;5JSteDyeDeoxy Terminator Cycle 
Sequence Kit (A-^>ac;i/V-tt) &JBV*Tfr&V\ m^SK)t/-^r>-y-- 
£ffiV*T*HR0fc. ffP.nfc^D->(OlJ!|tt, H hSLC-l»fc^-£g£S£:LT 
Btf9## : 1 2£<l:tfl 3 ©^J*DNA:79>f ^-T?*»«3*lS*t*DN AgSfll ( 

1 6) feitfn bshc-imm^-^mmtLxm^m^ : 1435*0^1 

5©^DNA^9>f V--eif16SnS'<*DNAiBJ!F (BB^J## : 1 7) IC-^n 
[ 0 0 7 1 ] 

12 t| SLC-l (S)$i!3§|CHO*fflfl&;i3 i^th SLC-l (L)$g35ICH0|fflJ&g©fESg 
1 1 T?ffl^#*BS t h SLC-l (S) t h SLC-l (L)^iAS tlfc ^ 

KJCioT^JWgiftStlfcEi coli©* n->«fc yPlasmid Midi Kit (3f 
7^>#) £Mv^T:7^;*^. KfeiH^Lx MRSMSal IJ3<fctfS P e IT-^tfrLT 
>f h»^%«y ffibfeo >f hDNAt*ttft»flfrft, TifU-X>fJVfr 
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Spe IT'^lff LfclMMM^M^**-:^;*^ KpAKKO-lllH (Himuna, S. et 
al. Biochin. Biophys. Acta, Vol. 1219, pp. 251-259 (1994)iB«<Z>pAKK01.1 

>f-S/3>£fTfcV\ ieMM^7^^ KpAKKO-hSLC-l(S)tpAKKO-hSLC-KL) 

pAKKO-hSLC-1 (S) £ <fc pAKKO-hSLC-1 (L) TZl&'g.W&k L fcE. coli DH5 a ( h - 
3-JK-) Plasmid Midi Kit (3fT^>*±) V>TpAKKO-hSLC-l (S 

)fcpAKKO-hSLC-l(L)©y^X$ KDNA$rH§g L £:„ 3*1 £Cel lPhect Transfectio 
n Kit (rT^^A77;i/"7i/7A>ftTfti:) &JS^$&tf ©:/n h r2;WCfl£o 
TCHO dhfr"$fifflSlC^ALfe„ 10 *tg©DNA£ U >B**;i/5/tfA 
U 24B#fSiuK:5 x 10 5 *fcttl x 10 6 M©CHO dhf r'm^MM LfclO cm*/-*- 
l/JCSMWbfc. lO%9S/||&5SJlii»S:^tfMEMo*J6T?lHra*ill/fc«, IKftU 
^^T^S10%^^^^lfll»$:^tf^^MEMa^T^#bfe o S 

^«iis»f»Tfj»sibT<«i; hsLc-i(s) mB^mAcmmMT*&2>m%:mteffi&<D 

=3n--56^n->fc<fc^ thSLC-l(L) &£^*ACH(KMligT%*^ft«iftJn 
[0 0 7 2] 

£J6ft 13 t: h SLC-1 (S) £ <fc H h SLC-1 (L) mRNA©^MCD^ V^^^A 

MMM 1 2 T*mtL2 *l£CHO/hSLC-l (S)tfc56* n - > £ <fc tfCHO/hSLC-1 (L) t£6 
1^ D->©mRNAC[>^3^*$:Cytostar T Plate (77i/-V r ^ 

*mv\ &tt<DZfUhn?UZm^T&>T<D£olZWl£Lfro CHO/hSLC-1 
(S)|fc&.£tfCHO/hSLC-l(L) 1fc<D&9 U — > fcCytostar T Plate©#wel UC2.5 x 

io 4 ifoii LT2mmtsm l io%*;i/T u > tc <t o rmss. z m& v t=. 

e ^welUCO.25% Triton X-100£gS#tI lsTm&<Z>Mi&& fc&tffc^ ^S^/l/ 
: 1 8 ©rib pr be&;ta;iT/\>f #W X£-fr£: 0 20 Bg/mKDRNa 
seA$:«.wemciinx.T^ilCDriboprobeS:mffcL. ^U- ^«fc <^LAct, ^ 
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V^#BRNA3g3|i:ftjTOV\ 0 
[0 0 7 3] 

HJgM 1 4 MCHIC J: S t h SLC-l^^CHOMflglcM -T 5 ckKP&&.&lMt£& 
^MCH (^->^^tt) £H*©2gSlC##{U b: hSLC-m^CHOjfSfflJBg{C*f 

SLC-l#§35ICHOi8ffflg & -5 CHO/hSLC-1 (S) 5 V \ &CH0/hSLC-l (L) m £ 24ft ^ U - 
MC5 x 10 4 cell/wellT*S&«U 48B£|gi£# *fflfl&£0.2mM 3->fy^ 

;i/-^^;i/^r-9->^>t0.05X BSA£20mM HEPES£-£t?^:/*;*/W 7 T- (pH7 
A)T:m&l,r=. (J£*T. 0.2mM 3 ->f V Zfm- t^-JHr-py^y £0.05% BSA 
£20nM HEPES£-g-tfA>*XA*y :7 7-(pH7.4)&; ^JSM Ay ~7 T - £l 
'. ^©^5ml©MJSJ8rW^7-£;&n;tT3 0^ra^#fl^?aLfco MM 
Ay -7T-t:m&. mfctZ0.25ml<DRJ&mAy7 7-&mmtZtUjL1£.& m*<D 
MOMCHi: 2 a a U > &^tf0.25ml©^^M A y 7 r - Zmmzija^ 

3 7TCT*2 4 3mK/&£i±fc. 100/t l©20%ig^^$:JlI^.TM^S:#Jt$-&. 
#UC:*_tT' 1 B£fmg< ZLillZ <fc U imfl&ftcAMP&#lffi L>fc 0 ffi ffi?£#©cAMP4kJ:, 
cAMPEIASfyh (Tve/^A77;i/7i/r J 'Utf i') Srffi^TlSbfe. ^© 
MCHte^*#i#|$lCfc: hSLC-l^MIS©lWfiSrtcAMP*§:<gTS-&fc 0 
[0 0 7 4] 

HJgMl 5 MCHtffc: NSLC-l^CHO«HJBSlC*f UtIStS 7^* K>»ft» 

Ifeth SLO13§3!CH0iWlr & & CHO/hSLC-1 (S) -5 V > l±CHO/hSLC-l (L) #c £24 
TX^U- MC5 x 10 4 cell/wellT-SHSU 24^^^. fa] 7^* K>&£0 
.25 /tCi/wellh«sS<fc^^*DUfco [ 3 H] 7^3r K>K*iU16l§Mft, $yg£0.0 
5% BSA£20«M HEPES£^t?/\>*;*/^y :7 7-(pH7.4)T?gfc#U #welUC0.05 
% BSA£:20mM HEPESfc-^tf/N > * y •? 7 - (pH7.4) IC^«?L tzM* 
■£f£MCH500 /ctl£Sfo&nLfc 0 Jg4K, 0.05% BSA£20«M HEPES&^if/N > * * 

6 8 ffifE4# 2000-3002820 



11—249300 



rtyyr-(pZ7A)ZRfemrty7 7-il!$&o 37"C*Z?603MiiJ>f >^a^- h L 
fc&lC £j&?£400 /i 1 & S/ JB*., Rf^WL^KmmLt^[h]y^ 

[0 0 7 5] 

H^#g 1 6 k NSLC-l#B^CH()fflj&jg|®#£^fcGTP7 Si^^ttCDira^ 

k hSLC-l^CHOmj^mM^$:JWT©^ife{Cj: UMigUfe. 5 mM EDTA(:n^l/ 

>y7^ yumm.) fcSsfln Vfcv ym.wmZM'ki&fr (pH 7.4) tc k h slc-i^ 

7 -(10 mM NaHCOg , 5 bM EDTA, pH 7.5)5:10 jKU hnV^J?^ 

ioo,oooxg-ei«rraaM>u mmftommmzmt-. z-owmmzz ii©7?t 

-f Ay 77- [50 ">M Tris-HCl(pH 7.5), 1 mM EDTA, 0.1% BSA(7 i/MWTfl''? 

10 mM MgClg, 100 mM NaCl, ImM GDP ( ^7 J t/ >5' V y&.) , 0.25 
mM PYlSFi? zL—fl/^ffy^Jlft—fryjl*^^ K), lyttg/ml ^7°;*#^>, 20 
U,g/m\ u^^zff-y. 10 /ig/ml 7*^7*9^ K>]JC|H»L, 100,000X87? 

7-lCMiU 3tt£^ -80° CT'##U ft#<D»£##bT«V*fc. 

GTP r S*S-£»tt©»teH:J£*T©« U L fc. # V ?U fcf 1/ >§g<Z>96?t 7* l/- 
MC 7>vt>fAy77- Ifeth SLC-l|g^CHO^J8g|^®4>173 # 1 £3H£ 
«4r©«R©MCH(Bachemtt»)S:*»L3feDMSO»«2 *i 1, <fc [ 35 S] - 
Guanosine5'-(g-thio) triphosphate^— ffc^S *±$g) 25 1 £|i?B£lC3fofilI 
'l/fc 'CffifiRiHHRlS : 20^g/ml, [^S] -Guanosine5' -(g-thio) triphosphate^^ 
g:0.33nM). £©fij£tt«:25T;T? 1 BfrlHU «#bfc#&,EJ5SS-&fc«, 
7-f /l/*-(GF-C)fcjav\T!ft5l5iBU Se>lCgfe^?£ (50mM Tris-HCljg®?g[ pH 
7.5) 300 ^lT*3lHlgfe^Lfco ?^;*:7 -tC U- £50 /t 1 

MCHtt. M*fe#lftlC, k hSLC-l»3HCH0jWlfiJRiB^K:»-&^* [ 35 S] -Guanos ine 
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5' (g-thio)triphosphateS&it:*:£-e:£:o MCH© \L V SLC-l28^CHOi8Hgg^ 

M^fC*f-TSED 50 ffitt0.2 nMT'&ofc. 
[0 0 7 6] 

USsMl 7 ^i&a: FV>5Mj?lC<J:<5 MCH (2-19). MCH(3-19), MCH(4-19), MCH(5 
-19). MCH (6-19) 33 «k t£MCH(7-19) (S^JSf : 19-24) (Diggf 

MCH 0.1 ng (i/^V^t) £30jci l©50%tTU 2?>lC»flpU 1 a 1© 7 V 
^#->7*-h (^^) £flnx.TgiimglUfc&, 45TCtCfciSbfc„ 10^^ 
£^#LTlB£fm£&i®Lfc£;i5T*#M£it«>. ilWT^ilto 20 

vkdh* ; -jviznmmmi,. mm%^.r. m^xmmrxmm^^^xm 

mvfco fcfa&ffctyx&&7 )\smm>{fc*:20(L\<D h y 

bfeo S*»»-eMJ7/b*n»B&&Bfcv\fc|fc, sOitti^^Kfe^tnoo/ti©^!! 
-^/i/fcinjt, B^n-^;wc£yigfg&i^33£tf7-y j*y*jv jym 

1 »ISettS*lfcMCH(2-19)«:*tf*«t:S*ftS6T, 3cv*-ei*JET-ettH 

£MCH(2-19)£#;k 0 Httfeg-fiftftSS^loU 30, 4®, 5EI*SV%fcj:6iatt*Jjg-r 
diUCfcU, HSit-foN^JBOT^ >*3l#«»3*lfcMGH(3-19), MCH (4-19). MC 
H(5-19), MCH (6-19) 33 .fctfMCH (7-19) 

_hfBO^«?SJC5lCj;oT#e>tlfeMCH(2-19), MCH(3-19), MCH (4-19), MCH (5-1 
9), MCH(6-19)fe«kOfMCH(7-19)&?>C<Z)J:'5K:»a8bfe^, *t*#*rfc J:tf ^ 
»4>«f iZ J: o T«3i ©«» £ f? o fe . JSJTtC MCH (4-19) IC o V * X S¥ «H IC fcX S 

fiS©»3!H*tC-3V^T ! b««H«©ii^feff3!fcofe. #e>*lfcMCH(2-19), MCH 
(3-19). MCH (4-19), MCH (5-19), MCH (6-19) 33 «k 15MCH (7-19) (DfrffiiiS. 3t3skllZjfr 
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*1 MCH(2-19)» MCH(3-19)> MCH(4-19), MCH(5-19), MCH(6-19)fcJ:tf MCH(7- 



Wis 


S« (M+-H*") 
&ti£fl (Si&fifc) 




MCH(2-19) 


2272.3 (2272.1) 
CtoiHissNsgQaaS* 


D 1.90 (1), E 258 (I), P 1.32 (1), G 2.33 (1), V 
1.76 (2), C n. d. (1), M 0.46 (2), L 2.0 (2), Y 0.50 
(1), F 0.93 (IX R 1.98 C3) 


MCH(3-19) 


2124.8 (2125.0) 
CasHifrN3s022S4 


D 1.01 (1), E 1.05 (I). P 1.26 (1), G L02 (1), V IS 
(2), C 0.30 (1), M 1.37 (2), L 2D (2), Y 050 (1), R 
2.94(3) 


MCH(4-19) 


2009.9 (2010.0) 
CasHnaNarOjuS* 


E 1.04 (1), P 1.12 (1), G 1.02 (1), V 1.88 (2), C 
0.34 (1), M 1.42 (2), L 2.0 (2), Y 0.23 (1), R 2.93 
(3) 


MCH(5-19) 


1878.9 (1878.9) 


E 1.51 (1), P 0.69 (1), G 2.16 (1), V 157 (2), C n. 
d. (1), M 0.38 (1). L 2.0 (2), Y 0.18 (1), R 130 (3) 


MCH(6-1B) 


1765.5 (1765.9) 
C77H122N35O17S3 


E 0.69 a). P 0.79 (1), G 0.70 (1), V 1.21 (2), C 
0.15 (1), M 0.50 (1), L 1.0 (1), Y 050 (1), R 1.84 
(3) 


MCH(7-19) 


1609.2 (1608.8) 
C7iHnoN 2 iOi6S3 


E 0.90 (1), P 0.62 (1), G 1.03 (1), V 1.05 (2), C 
0.07 (1), M 053 (1), L 1.0 (1), Y 0.15 (1), R 1.04 
(2) 



MCH(4-19) £fi*T<Z><fc 3 IZEFLCVmm L fc 0 Spheri-5 RP-18j£*B^?£#* □ 
7by57^-f*7A (^^>U-tfc, 2.1 mm x 30 mm) \Z%> £> frC &m. 
CO.1% h U ZtJVTtumm) &»j*300/il/iiiire«fcU 25 , C{CT^§gfl: bfc„ MiS 

S^300/*l/min£#-£fc#e>, 30#|^2M:t TB?£ (0.1% h U 7;VJtumW70 
%T1zh-hVJV) tiS$:70%^T±#$-&fc o *gam&210 nmODPR^ST^n^ 
-U hf-? Z^mVftl&Vfco MCH(4-19)ttl7.1^lC^mLfco loC^f 
{C^«&fcMCH(4-19)&ig$£^@U 100 n lOODMSOlC^g? L £«, 
M4^*fl±H2fs:«^JMS-HXiiOT-LSiMS^{cTff J&ofco HPt>. zfu-zf^-vrf 

7 1 0 0 0 - 3 0 0 2 8 2 0 
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IsfcfcrtJTMZAfr. *<D&mz6 Npm&m (t^7*ft. Sequenal Grade) 2 

00 *t 1£A*U X tfcP i co-Tag y-^^^-S/ 3 y&m^XV*—*— 

Hf5A^T;i/*©iSMS:*^3K>yiCj: »J^flETI^*Lfe^ 150/*1©20 bM 

0 1 ZftffilZ& L fee T ^ 7 M##f & B £L-8500iSS3iy ^ ^ »#*f if ^X. 

T^*fL^ 0 myt&mmmmmammm* RfaWLommm. l-ssoo 

&33, MCH&£V*ti:MCH(2-19K MCH(3-19), MCH(4-19)fe J: tFMCH(5-19) l±HJg 
[0 0 7 7] 

8 MCH % MCH(2-19). MCH(3-19), MCH(4-19)fei:t^MCH(5-19)<Z)#T-< 

MCHfeJ:^||S6Ml7-e#e>tlfcMCH(2-19), MCH(3-19). MCH(4-19). MCH(5-19) 
£ J: MCH(6-19) CD#T >f V h - ^sK/b h > - > # -ttKIKl <k SifM 

^>f;i/*^7^ K50/t HC*§8¥LfcMCH(4-19) 1 nmo UC#T>f V h - 

9 2/ > >f ^ S?/l/ (f&3fc**8D 100 nmol «fc OT,N-S?>f V tf;i/3i^;i/T ^ 
> 100 nBolfeiDiLT37 , C-e4l^|8rSl6S-&fc. 

&j£»£4&»co.iX h U ^/brt-niNK&'g'triojiT-fe h - h u ;i/450# i&fln*.TH 

liWakosil-II 5C18HG (4.6 x 150 mm) T'ffimii&ftl.Q ml£Lfc. StfflttO.lXh 
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iZfcWLt^ 53H^T'20X*T*±#<*1*\ -£©^20#fgiC50%£T*_t#£i2:TfT 
fcofco MCH (4-19) ©#T>T V h - :/2tf;P h * -M,miZl: &f§^#-Z?& 

5 [N-(3-(4-H Kn*i/-3-3- K7a:^;V)^ , ntf^-^ J n/)-Met 4 ]-MCe(4-19)li22 
.9^tC^m^*l, ^IfrlCkoT^Lfc. MCH&£V%liMCH(2-19), MCH(3-19), M 
CHC5-19) «fc tfMCH(6-19) IC o V%T %S«^©^lC «fc o TN^SgT ^ 7 ^<Z>T 
$ ;mz3-U-ti K7x^;i/)yn «-;H?:§AbT» 

^2 gf£f«tMCH(2-19). MCH(3-19)» MCH<4-19), MCH(5- 19)33 <fc#MCH(6- 19)© 



mm 




MCH(2-19) 


D 101 (1), E 1.05 (1), P 0.86 (1), G 1.09 (1), V 1.69 (2), C n. d. 
(1), M 1.01 (2), L 2.0 (2). Y 0.27 (1). F 0.90 (1). R 2.59 (3) 


mmwit 

MCH(3-19) 


D 1.20 (1), E 1.58 (1), P 1.12 (1), G 2.07 (1), V 1.60 (2), C n. d. 
(1), M 0.94 (2), L 2.0 (2). Y 0.19 (1), R 2.24 (3) 


MCH(4-19) 


E 1.09 (1), P 1.46 (1), G 1.09 (1), V 1.83 (2), C n. d. (1), M 1.14 
C2), L 2.0 (2). Y 0.27 (1). R 2.78 (3) 


MCH(5-19) 


E 1.10 (1), P 0.90 (1), G 1.34 (1), V 1.55 (2), Cud. (1), M 0.32 
(1), L 2.0 (2), Y 0.32 (1). R 2.28 (3) 



[0 0 7 8] 

mmm 19 7^t7>fvh- y*suo (4-19) oftm 

M ltv*<e> [ 125 i] h y - s\ y # -KSI (3-(4-t Kn# S/-3-a -K7i- 

;i/)^ntT^->^N-X^i/>>f ^ Vfr) 9.25 MBq (O.ll nnol) (NEN7>f7t 

^jLyxzfuttpytt, 81.4 TBq/«moi) izmmmmiJ*. &nfc£#ttT, Kyif 

y%fg3kvr=. Q z.<o^=L--^\z^ i8*ii©5o wtuvymmmm (pe 7.5) £1.5*1 

<OV*^)\s7.JV7**ri/ RCi§fl?L£:2.3 nm 1£>MCH(4-19) £0.5* 1<D i? * =f-fr 
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fl, h>-/\>*-m.miZ&2>HCE(A-19)<DMMitmm<bT'$>2> [^°I]-[N-(3-(4- 
fc. Kn3rS/-3-3- K7x^;i/)yD If ^--,n/)-Met 4 ]-MCH(4-19) (ft 1 % 2, 6 
) S:^«HPLCtC«k U^Lfeo [ 125 I]-[N-(3-(4-t K7i^) 
ynfcT^-^^/)-Met 4 ]-MCH(4-19)tt, ODS^A (h-V-, 0DS-80TM (4.6 mo x 

150 am)) fr^r^ h-b v )vmm43.6%ttmzmmht-. 

m<DT^ smz [ 125 i]-3-(4-t: Kn*S/-3-a- K7x_;i/)yn ¥yt-;vmzm 

ALTMCH. MCH(2-19). MCH(3-19), MCH(5-19), MCH (6-19) ;£ «£ #MCH (7-19) <D 
V*74 V Y—7nmfc Gft3, 4, 5, 7, . 8, 9) ^USSI"* d £#T'£ 

So 

[0 0 7 9] 

HJ6M2 0 StStH- K^MCH, MCH(2-19), MCH(3-19K MCH(4-19), MCH(5-19 
), MCH (6-19) £ <fctfMCH (7-19) (D^m 

T-f V h-^^^MCH, MCH(2-19), MCH(3-19), MCH(4-19), MCH(5-19). MCH(6 
-19)fe<fctJtMCH(7-19)ttJ^T©<ke>{CT$ y^IB^J*©Tyr 13 S:ac|Ja- RfcLT 
#ig-rSr^=fo-e^e o MCH(4-19){COV>TM^t^<2>*^ ^©^^IC^fcoTMCH 
, MCH(2-19), MCH(3-19). MCH(5-19). MCH (6-19) 33 «k tfMCH (7-19) <DMM 3 — K 

MCH(4-19) 5 ti g*25 (i KDO A mm-t-bV? J* (pH 5.6) &C?§«?U r*UC20 
0 ng<Z>^* hA-^S/^-if (^*g^) Ztia%.f=.&. 1 mCiCD [ 125 I]-3? 
ft-J-hU^i* (77i/tA7 7;i/7J/7/Utf^tt) ££#200 ngtf>ig$?<fb>!k 
it (10/ttl) $:in^.So mUT*10ftm&mist^ 3£lC200 ngCDJg^fbTKlJi (1 
0/il) Srin^.TlO^K^g'fSc ZL*l£TSKgel ODS-80T S ;*7 ^ i> (4.6 mm x 25 c 
m, h- V -> feffl VAfeHPLClCk o T^ U [ 125 I] -^mMCH(4-19)«!#5 0 
[0 0 8 0] 

HJSM2 1 MCH, MCH(2-19K MCH(3-19), MCH(4-19), MCH(5-19), MCH(6-19)£ 
<fcU f MCH(7-19)©GTPr S/t^f >^Ty ir-f fcffi^fcTiJ-* h?Stt<DiKlJ£ 

hSLC-l^CHO0fig|^®^ttJ^T©*^lC«fc yiaS?Lfeo 5 mM EDTA (^ 
^1/>^T^>E9^) fcgsitJLfcy >&iSS£3l:k&* (PH 7.4) tC^yhSL 
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c-m^cHoasflg (ixio°M) z&mz-z, aw>ofc. iTO©^^ mc*^s>* 

(10 «M NaHC0 3 , 5 bM EDTA, pH 7.5) &10 b1#H3., hU 
y&zE&l-Jif-Zm^T&^PZ-h bfc. 400Xg^l55>IS^I>bT#e>tlfe 
±^£3£lC100,000XgTlB£f^i>U J8ia#<Z>tfciit$j£#fco Zl©i£i8^$:2 
Bl®7^t>fAy77- (50 bM Tris-HCl (pH 7.5), 1 bM EDTA, 0.1% BSA ( 
Vi/Ikm T/l/^ >) , 10 bM MgCl 2 , 100 aM NaCl, UH GDP (^T;'»5'- 
— V>WO . 0.25 bM PMSF i^^—Jl/^^^T.JV^—JV^JVyf^^ K) , ljctg/a 
1 s<ZfX#^>. 20fig/a\ D>f<^>, 10Mg/Bl 7*;*:7*9$ K>) izm 
»U 100,000 Xg*eiBfW»4>Lfe. ftJR«fi:LTiaJRS*lfeKHf^S:lft;20 b1 
©7yfe>f A«y77-i:I^U #&tfe -80iCT?«#U ««©»£!«* 

MCH, MCH(2-19), MCH(3-19), MCH(4-19), MCH(5-19), MCH (6-19) 33 J: tFMCH (7- 
19) ©7:1—:* htgtt©W3fettJeHT©5iymiSUfe. aKU fcf l/>$g©965t ^ 
U - HC, 7-yt>f/t777- -e#3ft lfe7^h SIXM»^CH0*nfl&ffl|H#173 n 1 
fc^l/feft, DMSO*«re«*©MJC*MRLfcMCH, MCH (2-19), MCH (3-19), M 
CH(4-19), MCH (5-19), MCH (6-19) ifccfctKMCH (7-19) 2 # 1, & Tf [ 35 S] -gua 
nosine 5'-( 7 -thio) triphosphate ffc5*3i»*fc») &25/i 1 £|^B#tC8&#tI 

Lfc (jMMj&SIS : 20/tg/al, [ 35 S] -guanos ine 5' -( 7 -thio) triphosphate^ 
«K:0.33nH) . ^©SfSJRS^rTfllSH, L 3 it ^ 
X7-fH- (GF-C) feffiV^TttSrSiaU £ lCiSfe$£8t (50 bM Tris-HCl^® 
HE PH7.5) 300(1 1^3HISfe#bfeo y 1 ?*?! ^/*-tC»tfltS/>^l/-*-S:50 

MCH (6-19) ^<fct^MCH (7-19) ©Trf—X KJgtttfHCHfcJfcffeLT, -ttl-ftllOte 
feJ:CP200#eigfiTLXV%feCDK:^U, MCH (2-19), MCH (3-19), MCH (4-19) J: 
l?MCH(5-19)ttMCHi:««ra^CDT=f-^ hJSttSratbfe (®7) . 
[0 0 8 1] 

2 #T>f V h-^aJt^/h>-/\>*-«aiK:J:oT»##ftSnfcMC 
H, MCH(2-19), MCH(3-19), MCH(4-19) 33 i: tfMCH(5-19)©GTP 7 S/t>f >-?-f > ^ 
79t>f £fflv*fc7:J— * h*gtt©»ffjfe 

7 5 ffifE4# 2000-3002820 



1 1 — 249300 



mmmisx-m e> nt^r^ y h - y# ji v > - /\ y # -t^ic <t o Tf§##<ft 

£*l£MCH. MCH(2-19). MCH(3-19), MCH (4-1 9) i3«ktJfMCH (5-1 9) (DT^T-^ hf£ 
aNMMfcStlfcMCH, MCH (2-19). MCH (3-19). MCH (4-19) 33 <fc t^MCH (5-1 9) l± MCH 

nmmizmm<$tf?mzn hsLc-i^mcBommmm^z^-t^ [^s] -guanine 

5* - ( r -thio) tr iphosphate* £ if* $ ^7>fVh- yrfOl/ N > - /\ > # -|£ 
08) 0 H«P, BH-MCH, BH-MCH(2-19). BH-MCH(3-19). BH-MCH(4-19);l3«fcD f BH-MC 

H(5-i9) iz*ti?ti#7J y h - h > -j\ y # -nmz «fc o Tf§*i#ffc $ 

tlfcMCH. MCH(2-19). MCH(3-19), MCH (4-19) 33 J: tJf MCH (5-19) S:^*f* 0 
[0 0 8 2] 

HJgM2 3 ^;I/^>-7^>^-|^m$:Mv^T^igLfc[ 125 I]-^MCH(4-19)$: 

mmmi9T*tf;v b y - /\ y # -nm zm ^xf^m v £ [ 125 n -*»mch(4-i9) ( 
iti. 2, 6) ^.fc^t: hsLc-immcmmMfrt>mmis&fflti&mm&zm^T%: 

mrty°7T— (25 bM Tris-HCl. 1 mM EDTA (n:^ Vy V7 K yWWW) , 0.1% 
BSA (yZ/&Lm7ftZf$ y) , 0.25 mM PMSF (y T-JVXJlft—fl/? fr* 

7-f K) , l^ig/mi /^^^f >, 20^g/nii a-f^y^y. io^g/mi y*;*y 

PH 7.5) T'#«^IC#&^^ 96!ft<Z>yi/- MC173Ml-fO;$mb 
fc„ S^^-^fi (TB) £ffi05£-rSik«>lC, 2/*l<Z>DMS0£l, 100 pM© [ 125 I] -=g|§$M 
CH(4-19) 25 a 1^:. #4$Jlft>££- (NSB) £ f 5 t=. #> 100 ^M MCH 

©DMS0»}fc2/rlfc % 100 ■ pM© [ 125 I] -««MCH (4-19) 25^1$:, mm&m&Kttm 
L^c 25 *C-e60^^MiS$-*^^ l/>^$>ffilbfei7»/ 

(GF-C) £MVAT£jS?££®3l3i®Lfc. 53®^, 7-:&y># 
-&«wr£«_fcK:#ofc [ 125 I]-^MCH(4-19)©Scl#?S«S:S!l^Lfco ®9{C 
^-T^lC, J^®4>©^tC-fe#Lfc[ 125 I]-^MCH(4-19)<0#M^^^ (SB 

) #g#>e>nfe. 
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mw-frmmz 2. s ft g/m i izmfeisT. mwm (%) ^e>Mce©5o%is 
mmm. oc 50 M) ^Mitti^, ic 50 <fitteo.2 nM-e&o& oio) „ 

[0 0 8 3] 

4 MCH (Asp-Phe-Asp-Met-Leu-Arg-Cys-Met-Leu-Gly-Arg-Val-Tyr-Arg 
-Pro-Cys-Trp-Gln-Val) 

T^|gBoc-Val-0CH 2 -PAM^BI (0.77 mmol/g resin) 0.5 mmol#£/*:/^ F"£j& 
#ABI 43OA0>KJSWKA*U Boc-strategy (NMP-HOBt) ^ ^ F-£-J&;£2S*eBoc-G 
In, Boc-Trp(CHO) , Boc-Cys (NeBz 1 ) , Boc-Pro, Boc-Arg(Tos) , Boc-Tyr (Br-Z) , 
Boc-Val, Boc-Arg(Tos) , Boc-Gly, Boc-Leu, Boc-Met, Boc-Cys (MeBzl) , Boc-Ar 
g(Tos), Boc-Leu, Boc-Met, Boc-Asp (OcHex) , Boc-Phe, Boc-Asp (OcHex) £WjtlC 

mAhg&jcD&m'^-JrFmmzmzo z.<ommo.6 g&p-* w-m g , 1,4- 
^m^m&^L. &&ty^v^iv3i-Tj\'%:M7Ltfcm*ffii&-?z>. z.<r> 

m7kT'ftmisfc-£7T'ry ? X G-25^^A (2.0 x 80 cm) IC#U 

H*«T?aBI, £HW#£ift«>LiChroprep (]$,&£) RP-18£3c:gLfc5£*g? n 
Vh^j^A (2.6 x 60 cm)lC#tf0.1% TFA>tfc200 ml-egfcf£, 0.1% TFA3K300 ml £ 
0.1% TFA^40XT"fe h- h U;i/*300 ml £Jg ^tcWm%ZW&&*:ft fcV^ £g 
®#£3l*&*i$f-r5o Jfcfc*l£&j4 ■lCD»KtC»«pL, slM>!KT?240 mltc#^©^ 
, 7>^-77ft£jg^pH 7.5lCMg£U «^^KlSiSt«:iKa*«#f'r*. jE/S 

^»**§^<DpH&3lCilMU _h|BLiChroprep (ffiRZy RP-I8;fr9 AJCMr 
■T^o :*7^i*£0.1% TFA#200 ml7ffts&& 0.1X TFA*300 TFA-g"^ 
50%T-feh-hU^/*300 ■l&fflV^fcHa^JMffifeffsfcVV £OT#£m&> 

®*#*T tC J: £ (M+H) + 2387 . 3 2387 . 9) 

HPLC^ffi^ra : 20. 9# 
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jj^l* : Wak sil-II 5C18HG (4.6 x 150 mm) 

: Aflg-O.lX TFA-g-^lOXT-fe h — h U ;WK. B|g-0.mFA^60%T-fe h 
^-h l>;i/7K£J§VV A/B : 20/80—80/20^ fiifSMig^IBigffi (20#) 
%3K: 1.0 Ml/3" 
[0 0 8 4] 

5 Des-Asp 1 -MCH (MCH(2-19), Phe-Asp-Met-Leu-Arg-Cys-Met-Leu-Gly 
-Arg-Va 1-Tyr-Arg-Pro-Cys-Trp-G ln-Va 1 ) (DWk 

rfcg£Boc-Val-OCH 2 -PAltfg||i (0.77 mmol/g resin) 0.5 mraol^fc/^-f- K^fS 
JglABI 430A<Z)jK/SWICA*1, Boc-strategy (NMP-HOBt)^s^ K^^^^^Boc-G 
In, Boc-Trp(CHO) , Boc-Cys(MeBzl) , Boc-Pro, Boc-Arg (Tos) , Boc-Tyr (Br-Z) , 
Boc-Val, Boc-Arg (Tos) , Boc-Gly, Boc-Leu, Boc-Met, Boc-Cys (MeBz 1 ) , Boc-Ar 
g(Tos), Boc-Leu, Boc-Met, Boc-Asp (OcHex) , Boc-Phe, &)ffllC^A L 9 

M4##HC<J:5(M+H) + 2272.3 (Steffi 2272.1) 
HPLC^ffi^^ : 20. 6# 

^j^A : Wakosil-II 5C18HG (4.6 x 150 mm) 

mm%L : A?g-0.1% TFA^10%y-fe h - h V JV*. B«-0. 1%TFA^60%T12 h 
— MJ/l/#«:J8VV A/B : 20/80~80/20^SC^MIiS^;iB^ai (20#) 
%j£ : 1.0 ml/# 
[0 0 8 5] 

6 Des- fAsp 1 , Phe 2 ]-MCB (MCH(3-19), Asp-Met-Leu-Arg-Cys-Met-Leu 
-G I y-Arg-Va 1-Tyr-Arg-Pr o-Cys-Trp-G 1 n-Va 1 ) ©§gjg 

T^|gBoc-Val-0CH 2 -PAM^fli (0.77 mmol/g resin) 0.5 mmol^^/^y^ 
#ABI 430A©^^WlCAti. Boc-strategy (NMP-HOBt) *<zf^ K^^^^TfB c-G 
In, B c-Trp(CBO), Boc-Cys (MeBz 1) , Boc-Pr , B c-Arg(T s) , B c-Tyr(Br-Z), 
B c-Val, Boc-Arg (T s) , Boc-Gly, B c-Leu, Boc-Met, B c-Cys(MeBzl) , B c-Ar 
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g(Tos), Boc-Leu, Boc-Met, Boc-Asp (OcHex) , SrMgC^A L BftOljifll^^ K 

®*##TiC J: 5(M+H) + 2124.8 (Steffi 2125.0) 
HPLC^m^F^ : 19.2# 

: Wakosil-II 5C18HG (4.6 x 150 mm) 

: A?g-0.1% TFA^lOKTir h — h D /I/*, B*£-0. l%TFA^60XT-fe h 
— h y/I/jJC&JBW A/B : 20/80~80/20^S«SM^S^IH^m (20#) 
mm : 1.0 ml/# 

[0 0 8 6] 

7 Des-tAsp 1 , Phe 2 , Asp 3 ] -MCH (MCH(4-19), Met-Leu-Arg-Cys-Met-L 
eu-G 1 y-Arg-Va 1-Tyr-Arg-Pro-Cys-Trp-G ln-Va 1 ) <DWk 

7frH£Boc-Val-0CH 2 -PAlUSBg (0.77 nmol/g resin) 0.5 mmol^fc/^^- 
ftABI 43OA0>j£jSWlCA*U Boc-strategy (NMP-HOBt) F^-^^^TBoc-G 
In, Boc-Trp(CHO) , Boc-Cys(MeBzl) , Boc-Pro, Boc-Arg(Tos) , Boc-Tyr (Br-Z) , 
Boc-Val, Boc-Arg(Tos) , Boc-Gly, Boc-Leu, Boc-Met, Boc-Cys(MeBzl) , Boc-Ar 
g(Tos), Boc-Leu, Boc-Met, fcflglC^A L g fl&©|R»^^ Kttffll&fcS. - 

M4^«flC<fc-5(M+H) + 2009.9 OSflfrfg 2010.0) 
HPLC^flti^^ : 17. 98- 

i^'yh, : Wakosil-II 5C18HG (4.6 x 150 mm) 

mmWL -r-A*-— 0.1X -TFA^lOXT-fe h- h V 71/TfC, B^-0.1%TFA^60XT-fe h 
-h'M*S:fflK A/B : 20/80—80/20^ a$£M2Ig£H2?£ Hi (20#) 
S&jg! : 1.0 ml/# 
[0 0 8 7] 

HJgM2 8 Des-Usp 1 , Phe 2 , Asp 3 , Met 4 ] -MCH (MCH (5-19), Leu-Arg-Cys-Met 
-Leu-G 1 y-Arg-Va 1 -Tyr-Arg-Pro-Cys-Trp-G 1 n-Va 1 -OH) <£>W& 
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rfcfigBoc-Val-OCH 2 -PAM^fl! (0.77 mmol/g resin) 0.5 mm Ifr&slzf?- K"«^ 
J&ABI 430A©HfSWlCA*U B c-strategy (NMP-HOBt)^^ K-^^^l£*eBoc-G 
In, Boc-Trp(CHO) , Boc-Cys (MeBz 1 ) , Boc-Pro, Boc-Arg(Tos) , Boc-Tyr (Br-Z) , 
Boc-Val, Boc-Arg(Tos) , Boc-Gly, Boc-Leu, Boc-Met, Boc-Cys (MeBz 1 ) , Boc-Ar 
g(Tos), Boc-Leu, SrWHlC^AL gfiSlOM^^f K*ifflg£#£o d©*Sfflg£ll 

S*##rlC<i:5(M+H) + 1878.9 (SI&'IB 1878.9) 
HPLCjgffiB^ : 17. 4# 

jtj^J* : Wakosil-II 5C18HG (4.6 x 150 mm) 

f&mWL : A?£-0.lX TFA^10%T-fe h- h U /b*. B?£-0.lXTFA^60%riz h 
- h U /l/3K&J§W A/B : 20/80~80/20^a^S»ft4gBJ*ffl (20#) 
ftjg : 1.0 wllft 

: 1 

I2#J#-^ : 2 

iB^JlCWrsffi©«^ : fg7#Bfc«J:rmi 6 #Stf> 2 -D<DCysmm*ft*fti? 
IH#I#-S§- : 1 9 

mm^m-tzi&nffim. %z6mm&&zfmi 5#B©2o©cys^ii^^^ 

SH^I## : 2 0 

mmzm-tzm&mm ^5#s^<fc^i 4#@©2o©cys^tt^i^^ 

®#J#-Jf : 2 1 

mFncm-rztiMDmm tfim 3#B©2o©cysa^tt^rt^ 
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I2#J## : 2 2 

mmzm-rz>fo<z>mm :m3&m&&Tfmi 2#B©2o©cys^s«^w^ 

IB#J« : 2 3 

!S#HCWr-&ti&<Z>fiNg : 3l2#@;J3<l:tfff§l 1 #g© 2 oOCysJS^tt^ft*; 
62#J## : 2 4 

BB^|lCWrSfl&0«# :^l#@fc<fctffll 0#@©2oCDCys^gtt#^ft^ 

[0 0 8 8] 
[?8t8©3&l£] 

*zfT K*fcfc**©3M*#, itfclt^&i&t s lc- l ifeli-tflD&iKOlg^tt 
&«fts*sft^**fei«©ifi©^^u-->y*«fitt, ^ (S^) strata 
©fa, «&39K& s&»mjfo, ^tt-ar*^ ais 

$Uf-e>o*£&£tf>^Bfr • t&«3^£i:bTffiv^:ifc#'T?£*s LC- 
^fcJRl*, §&ie«5E, mmmm> Prader-iniliffilsSI**!^©^ 

r& • mmmte £ tLVxm^&z s lc - 1 t>*3-x b<Dx?v- 

[0 0 8 9] 
[Sequence Listing] 

<110> Takeda Chemical Industries, Ltd. 
<120> Screening Method 
<130> A98256 
<150> JP 10-374454 
<151> 1998-12-28 
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<160> 18 
<210> 1 
<211> 16 
<212> PRT 
<213> Rat 

<223> The 7th cystein residue binds with the 16th cystein residue to for 
m a intra-molecular disulf ide-bond. 
<400> 1 

Asp Phe Asp Met Leu Arg Cys Met Leu Gly Arg Val Tyr Arg Pro Cys 

15 10 15 

<210> 2 
<211> 19 
<212> PRT 
<213> Rat 

<223> The 7th cystein residue binds with the 16th cystein residue to for 
m a intra-molecular disulf ide-bond. 
<400> 2 

Asp Phe Asp Met Leu Arg Cys Met Leu Gly Arg Val Tyr Arg Pro Cys 

15 10 15 

Trp Gin Val 
19 

<210> 3 
<211> 32 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 3 

GTCGACATGG ATCTGCAAAC CTCGTTGCTG TG 32 
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<210> 4 
<211> 32 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 4 

ACTAGTTCAG GTGCCTTTGC TTTCTGTCCT CT 32 

<210> 5 

<211> 353 

<212> PRT 

<213> Rat 

<400> 5 

Met Asp Leu Gin Thr Ser Leu Leu Ser Thr Gly Pro Asn Ala Ser Asn 

15 10 15 

lie Ser Asp Gly Gin Asp Asn Leu Thr Leu Pro Gly Ser Pro Pro Arg 

20 25 30 

Thr Gly Ser Val Ser Tyr He Asn lie He Met Pro Ser Val Phe Gly 

35 40 45 

Thr He Cys Leu Leu Gly He Val Gly Asn Ser Thr Val He Phe Ala 

50 55 60 

Val Val Lys Lys Ser Lys Leu His Trp Cys Ser Asn Val Pro Asp He 
65 70 75 80 

Phe He He Asn Leu Ser Val Val Asp Leu Leu Phe Leu Leu Gly Met 

85 90 95 

Pro Phe Met He His Gin Leu Met Gly Asn Gly Val Trp His Phe Gly 

100 105 110 

Glu Thr Met Cys Thr Leu He Thr Ala. Met Asp Ala Asn Ser Gin Phe 
115 120 125 
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Thr Ser Thr Tyr lie Leu Thr Ala Met Thr He Asp Arg Tyr Leu Ala 

130 135 140 

Thr Val His Pro He Ser Ser Thr Lys Phe Arg Lys Pro Ser Met Ala 
145 150 155 160 

Thr Leu Val lie Cys Leu Leu Trp Ala Leu Ser Phe He Ser He Thr 

165 170 175 

Pro Val Trp Leu Tyr Ala Arg Leu He Pro Phe Pro Gly Gly Ala Val 

180 185 190 

Gly Cys Gly lie Arg Leu Pro Asn Pro Asp Thr Asp Leu Tyr Trp Phe 

195 200 205 

Thr Leu Tyr Gin Phe Phe Leu Ala Phe Ala Leu Pro Phe Val Val lie 

210 215 220 

Thr Ala Ala Tyr Val Lys He Leu Gin Arg Met Thr Ser Ser Val Ala 
225 230 235 240 

Pro Ala Ser Gin Arg Ser He Arg Leu Arg Thr Lys Arg Val Thr Arg 

245 250 255 

Thr Ala He Ala lie Cys Leu Val Phe Phe Val Cys Trp Ala Pro Tyr 

260 265 270 

Tyr Val Leu Gin Leu Thr Gin Leu Ser He Ser Arg Pro Thr Leu Thr 

275 280 285 

Phe Val Tyr Leu Tyr Asn Ala Ala He Ser Leu Gly Tyr Ala Asn Ser 

290 295 300 

Cys Leu Asn Pro Phe Val Tyr He Val Leu Cys Glu Thr Phe Arg Lys 
305 310 315 320 

Arg Leu Val Leu Ser Val Lys Pro Ala Ala Gin Gly Gin Leu Arg Thr 

325 330 335 

Val Ser Asn Ala Gin Thr Ala Asp Glu Glu Arg Thr Glu Ser Lys Gly 
340 345 350 

Thr 



8 4 
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<210> 6 
<211> 1074 
<212> DNA 
<213> Rat 
<400> 6 

GTCGACATGG ATCTGCAAAC CTCGTTGCTG TCCACTGGCC 
GATGGCCAGG ATAATCTCAC ATTGCCGGGG TCACCTCCTC 
ATCAACATCA TTATGCCTTC CGTGTTTGGT ACCATCTGTC 
TCCACGGTCA TCTTTGCTGT GGTGAAGAAG TCCAAGCTAC 
GACATCTTCA TCATCAACCT CTCTGTGGTG GATCTGCTCT 
ATGATCCACC AGCTCATGGG GAACGGCGTC TGGCACTTTG 
ATCACAGCCA TGGACGCCAA CAGTCAGTTC ACTAGCACCT 
ATTGACCGCT ACTTGGCCAC CGTCCACCCC ATCTCCTCCA 
ATGGCCACCC TGGTGATCTG CCTCCTGTGG GCGCTCTCCT 
TGGCTCTACG CCAGGCTCAT TCCCTTCCCA GGGGGTGCTG 
CCAAACCCGG ACACTGACCT CTACTGGTTC ACTCTGTACC 
CTTCCGTTTG TGGTCATTAC CGCCGCATAC GTGAAAATAC 
GTGGCCCCAG CCTCCCAACG CAGCATCCGG CTTCGGACAA 
ATTGCCATCT GTCTGGTCTT CTTTGTGTGC TGGGCACCCT 
CAGCTGTCCA TCAGCCGCCC GACCCTCACG TTTGTCTACT 
TTGGGCTATG CTAACAGCTG CCTGAACCCC TTTGTGTACA 
CGAAAACGCT TGGTGTTGTC AGTGAAGCCT GCAGCCCAGG 
AACGCTCAGA CAGCTGATGA GGAGAGGACA GAAAGCAAAG 
<210> 7 
<211> 326 
<212> RNA 
<213> Rat 
<400> 7 

GCGAAUUGGG UACCGGGCCC CCCCDCGAGG UCGACGGUAO 

8 5 



CCAATGCCAG 


CAACATCTCC 


60 


GCACAGGGAG 


TGTCTCCTAC 


120 


TCCTGGGCAT 


CGTGGGAAAC 


180 


ACTGGTGCAG 


CAACGTCCCC 


240 


TCCTGCTGGG 


CATGCCTTTC 


300 


GGGAAACCAT 


GTGCACCCTC 


360 


ACATCCTGAC 


TGCCATGACC 


420 


CCAAGTTCCG 


GAAGCCCTCC 


480 


TCATCAGTAT 


CACCCCTGTG 


540 


TGGGCTGTGG 


CATCCGCCTG 


600 


AGTTTTTCCT 


GGCCTTTGCC 


660 


TACAGCGCAT 


GACGTCTTCG 


720 


AGAGGGTGAC 


CCGCACGGCC 


780 


ACTATGTGCT 


GCAGCTGACC 


840 


TGTACAACGC 


GGCCATCAGC 


900 


TAGTGCTCTG 


TGAGACCTTT 


960 


GGCAGCTCCG 


CACGGTCAGC 


1020 


GCACCTGAAC 


TAGT 


1074 



CGAUAAGCUU GAUAUCGAAU 60 
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UCCOGCAGCC CGGGGGAUCC GCCCACUAGD UCAGGUGCCO UUGCUUUCOG UCCUCUCCUC 120 
AUCAGCUGUC DGAGCGUUGC DGACCGUGCG GAGCUGCCCC UGGGCUGCAG GCUUCACUGA 180 
CAACACCAAG CGUUUUCGAA AGGUCUCACA GAGCACOAUG UACACAAAGG GGUUCAGGCA 240 
GCUGDUAGCA UAGCCCAAGC UG 262 
<210> 8 
<211> 18 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 8 

CAACAGCTGC CTCAACCC 18 
<210> 9 
<211> 18 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 9 

CCTGGTGATC TGCCTCCT 18 

<210> 10 

<211> 1275 

<212> DNA 

<213> Human 

<400> 10 

TAGGTGATGT CAGTGGGAGC CATGAAGAAG GGAGTGGGGA GGGCAGTTGG GCTTGGAGGC 60 
GGCAGCGGCT GCCAGGCTAC GGAGGAAGAC CCCCTTCCCA ACTGCGGGGC TTGCGCTCCG 120 
GGACAAGGTG GCAGGCGCTG GAGGCTGCCG CAGCCTGCGT GGGTGGAGGG GAGCTCAGCT 180 
CGGTTGTGGG AGCAGGCGAC CGGCACTGGC TGGATGGACC TGGAAGCCTC GCTGCTGCCC 240 
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ACTGGTCCCA 


ACGCCAGCAA 


CACCTCTGAT 


GGCCCCGATA ACCTCACTTC GGCAGGATCA 


300 


CCTCCTCGCA 


CGGGGAGCAT 


CTCCTACATC 


AACATCATCA TGCCTTCGGT GTTCGGCACC 


360 


ATCTGCCTCC 


TGGGCATCAT 


CGGGAACTCC 


ACGGTCATCT TCGCGGTCGT GAAGAAGTCC 


420 


AAGCTGCACT 


GGTGCAACAA 


CGTCCCCGAC 


ATCTTCATCA TCAACCTCTC GGTAGTAGAT 


480 


CTCCTCTTTC 


TCCTGGGCAT 


GCCCTTCATG 


ATCCACCAGC TCATGGGCAA TGGGGTGTGG 


540 


CACTTTGGGG 


AGACCATGTG 


CACCCTCATC 


ACGGCCATGG ATGCCAATAG TCAGTTCACC 


600 


AGCACCTACA 


TCCTGACCGC 


CATGGCCATT 


GACCGCTACC TGGCCACTGT CCACCCCATC 


660 


TCTTCCACGA 


AGTTCCGGAA 


GCCCTCTGTG 


GCCACCCTGG TGATCTGCCT CCTGTGGGCC 


720 


CTCTCCTTCA 


TCAGCATCAC 


CCCTGTGTGG 


CTGTATGCCA GACTCATCCC CTTCCCAGGA 


780 


GGTGCAGTGG 


GCTGCGGCAT 


ACGCCTGCCC 


AACCCAGACA CTGACCTCTA CTGGTTCACC 


840 


CTGTACCAGT 


TTTTCCTGGC 


CTTTGCCCTG 


CCTTTTGTGG TCATCACAGC CGCATACGTG 


900 


AGGATCCTGC 


AGCGCATGAC 


GTCCTCAGTG 


GCCCCCGCCT CCCAGCGCAG CATCCGGCTG 


960 


CGGACAAAGA 


GGGTGACCCG 


CACAGCCATC 


GCCATCTGTC TGGTCTTCTT TGTGTGCTGG 


1020 


hpappptapt 


ATPTPPTAPA 


PPTP APPP AP 


i. 1U1LUA1LA bLOUULUuALi L.L1LAUL.1 1 1 


1 AOA 


GTCTACTTAT 


ACAATGCGGC 


CATCAGCTTG 


GGCTATGCCA ACAGCTGCCT CAACCCCTTT 


1140 


GTGTACATCG 


TGCTCTGTGA 


GACGTTCCGC 


AAACGCTTGG TCCTGTCGGT GAAGCCTGCA 


1200 


GCCCAGGGGC 


AGCTTCGCGC 


TGTCAGCAAC 


GCTCAGACGG CTGACGAGGA GAGGACAGAA 


1260 


AGCAAAGGCA 


CCTGA 






1275 



<210> 11 
<211> 422 
<212> PRT 
<213> Human 
<400> 11 

MeT Ser Val Gly Ala MeT Lys Lys Gly Val Gly Arg Ala Val Gly Leu 

15 10 15 

Gly Gly Gly Ser Gly Cys Gin Ala Thr Glu Glu Asp Pro Leu Pro Asn 

20 25 30 

Cys Gly Ala Cys Ala Pr Gly Gin Gly Gly Arg Arg Trp Arg Leu Pro 
35 40 45 
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Gin Pro Ala Trp Val Glu Gly Ser Ser Ala Arg Leu Trp Glu Gin Ala 

50 55 60 

Thr Gly Thr Gly Trp MeT Asp Leu Glu Ala Ser Leu Leu Pro Thr Gly 
65 70 75 80 

Pro Asn Ala Ser Asn Thr Ser Asp Gly Pro Asp Asn Leu Thr Ser Ala 

85 90 95 

Gly Ser Pro Pro Arg Thr Gly Ser He Ser Tyr He Asn He He MeT 

100 105 110 

Pro Ser Val Phe Gly Thr He Cys Leu Leu Gly He He Gly Asn Ser 

115 120 125 

Thr Val He Phe Ala Val Val Lys Lys Ser Lys Leu His Trp Cys Asn 

130 135 140 

Asn Val Pro Asp He Phe lie lie Asn Leu Ser Val Val Asp Leu Leu 
145 150 155 160 

Phe Leu Leu Gly MeT Pro Phe MeT He His Gin Leu MeT Gly Asn Gly 

165 170 175 

Val Trp His Phe Gly Glu Thr MeT Cys Thr Leu He Thr Ala MeT Asp 

180 185 190 

Ala Asn Ser Gin Phe Thr Ser Thr Tyr He Leu Thr Ala MeT Ala He 

195 200 205 

Asp Arg Tyr Leu Ala Thr Val His Pro He Ser Ser Thr Lys Phe Arg 

210 215 220 

Lys Pro Ser Val Ala Thr Leu Val He Cys Leu Leu Trp Ala Leu Ser 
225 230 235 240 

Phe He Ser lie Thr Pro Val Trp Leu Tyr Ala Arg Leu He Pro Phe 

245 250 255 

Pr Gly Gly Ala Val Gly Cys Gly He Arg Leu Pr Asn Pro Asp Thr 

260 265 270 

Asp Leu Tyr Trp Phe Thr Leu Tyr Gin Phe Phe Leu Ala Phe Ala Leu 
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275 280 285 

Pr Phe Val Val He Thr Ala Ala Tyr Val Arg He Leu Gin Arg MeT 

290 295 300 

Thr Ser Ser Val Ala Pro Ala Ser Gin Arg Ser He Arg Leu Arg Thr 
305 310 315 320 

Lys Arg Val Thr Arg Thr Ala He Ala He Cys Leu Val Phe Phe Val 

325 330 335 

Cys Trp Ala Pro Tyr Tyr Val Leu Gin Leu Thr Gin Leu Ser He Ser 

340 345 350 

Arg Pro Thr Leu Thr Phe Val Tyr Leu Tyr Asn Ala Ala He Ser Leu 

355 360 365 

Gly Tyr Ala Asn Ser Cys Leu Asn Pro Phe Val Tyr He Val Leu Cys 

370 375 380 

Glu Thr Phe Arg Lys Arg Leu Val Leu Ser Val Lys Pro Ala Ala Gin 
385 390 395 400 

Gly Gin Leu Arg Ala Val Ser Asn Ala Gin Thr Ala Asp Glu Glu Arg 

405 410 415 

Thr Glu Ser Lys Gly Thr 
420 

<210> 12 
<211> 31 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 12 

GTCGaCaTGG aCCTGGaaGC CTCGCTGCTG C 31 
<210> 13 
<211> 31 
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<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 13 

ACTAGTTCAG GTGCCTTTGC TTTCTGTCCT C 31 
<210> 14 
<211> 33 
<212> DNA 

<213> Artificial Sequence 

<22C> 

<223> 

<400> 14 

AGTCGACATG TCAGTGGGAG CCATGAAGAA GGG 33 
<210> 15 
<211> 33 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 15 

AACTAGTTCA GGTGCCTTTG CTTTCTGTCC TCT 33 

<210> 16 

<211> 1074 

<212> DNA 

<213> Human 

<400> 16 

GTCGACATGG ACCTGGAAGC CTCGCTGCTG CCCACTGGTC CCAACGCCAG CAACACCTCT 60 
GATGGCCCCG ATAACCTCAC TTCGGCAGGA TCACCTCCTC GCACGGGGAG CATCTCCTAC 120 

9 0 ffllE# 2000-3002820 



1 1-249300 



ATCAACATCA 


TCATGCCTTC 


GGTGTTCGGC 


ACCATCTGCC 


TCCACGGTCA 


TCTTCGCGGT 


CGTGAAGAAG 


TCCAAGCTGC 


GACATCTTCA 


TCATCAACCT 


CTCGGTAGTA 


GATCTCCTCT 


ATGATCCACC 


AGCTCATGGG 


CAATGGGGTG 


TGGCACTTTG 


ATCACGGCCA 


TGGATGCCAA 


TAGTCAGTTC 


ACCAGCACCT 


ATTGACCGCT 


ACCTGGCCAC 


TGTCCACCCC 


ATCTCTTCCA 


GTGGCCACCC 


TGGTGATCTG 


CCTCCTGTGG 


GCCCTCTCCT 


TGGCTGTATG 


CCAGACTCAT 


CCCCTTCCCA 


GGAGGTGCAG 


CCCAACCCAG 


ACACTGACCT 


CTACTGGTTC 


ACCCTGTACC 


CTGCCTTTTG 


TGGTCATCAC 


AGCCGCATAC 


GTGAGGATCC 


GTGGCCCCCG 


CCTCCCAGCG 


CAGCATCCGG 


CTGCGGACAA 


ATCGCCATCT 


GTCTGGTCTT 


CTTTGTGTGC 


TGGGCACCCT 


CAGTTGTCCA 


TCAGCCGCCC 


GACCCTCACC 


TTTGTCTACT 


TTGGGCTATG 


CCAACAGCTG 


CCTCAACCCC 


TTTGTGTACA 


CGCAAACGCT 


TGGTCCTGTC 


GGTGAAGCCT 


GCAGCCCAGG 


AACGCTCAGA 


CGGCTGACGA 


GGAGAGGACA 


GAAAGCAAAG 


<210> 17 








<211> 1283 








<212> DNA 








<213> Human 






<400> 17 








AGTCGACATG 


TCAGTGGGAG 


CCATGAAGAA 


GGGAGTGGGG 


CGGCAGCGGC TGCCAGGCTA 


CGGAGGAAGA 


CCCCCTTCCC 


GGGACAAGGT GGCAGGCGCT 


GGAGGCTGCC 


GCAGCCTGCG 


TCGGTTGTGG 


GAGCAGGCGA 






CACTGGTCCC AACGCCAGCA 


ACACCTCTGA 


TGGCCCCGAT 


ACCTCCTCGC 


ACGGGGAGCA 


TCTCCTACAT 


CAACATCATC 


CATCTGCCTC 


CTGGGCATCA 


TCGGGAACTC 


CACGGTCATC 


CAAGCTGCAC TGGTGCAACA 


ACGTCCCCGA 


CATCTTCATC 



9 1 



TCCTGGGCAT 


CATCGGGAAC 


180 


ACTGGTGCAA 


CAACGTCCCC 


240 


TTCTCCTGGG 


CATGCCCTTC 


300 


GGGAGACCAT 


GTGCACCCTC 


360 


ACATCCTGAC 


CGCCATGGCC 


420 


CGAAGTTCCG 


GAAGCCCTCT 


480 


TCATCAGCAT 


CACCCCTGTG 


540 


TGGGCTGCGG 


CATACGCCTG 


600 


AGTTTTTCCT 


GGCCTTTGCC 


660 


TGCAGCGCAT 


GACGTCCTCA 


720 


AGAGGGTGAC 


CCGCACAGCC 


780 






RAft 


TATACAATGC 


GGCCATCAGC 


900 


TCGTGCTCTG 


TGAGACGTTC 


960 


GGCAGCTTCG 


CGCTGTCAGC 


1020 


GCACCTGAAC 


TAGT 


1074 



AGGGCAGTTG 


GGCTTGGAGG 


60 


AACTGCGGGG 


CTTGCGCTCC 


120 


TGGGTGGAGG 


GGAGCTCAGC 


180 


CTGGAAGCCT 


CGCTGCTGCC 


240 


AACCTCACTT 


CGGCAGGATC 


300 


ATGCCTTCGG 


TGTTCGGCAC 


360 


TTCGCGGTCG 


TGAAGAAGTC 


420 


ATCAACCTCT 


CGGTAGTAGA 


480 
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TCTCCTCTTT CTCCTGGGCA TGCCCTTCAT GATCCACCAG CTCATGGGCA ATGGGGTGTG 540 
GCACTTTGGG GAGACCATGT GCACCCTCAT CACGGCCATG GATGCCAATA GTCAGTTCAC 600 
CAGCACCTAC ATCCTGACCG CCATGGCCAT TGACCGCTAC CTGGCCACTG TCCACCCCAT 660 
CTCTTCCACG AAGTTCCGGA AGCCCTCTGT GGCCACCCTG GTGATCTGCC TCCTGTGGGC 720 
CCTCTCCTTC ATCAGCATCA CCCCTGTGTG GCTGTATGCC AGACTCATCC CCTTCCCAGG 780 
AGGTGCAGTG GGCTGCGGCA TACGCCTGCC CAACCCAGAC ACTGACCTCT ACTGGTTCAC 840 
CCTGTACCAG TTTTTCCTGG CCTTTGCCCT GCCTTTTGTG GTCATCACAG CCGCATACGT 900 
GAGGATCCTG CAGCGCATGA CGTCCTCAGT GGCCCCCGCC TCCCAGCGCA GCATCCGGCT 960 
GCGGACAAAG AGGGTGACCC GCACAGCCAT CGCCATCTGT CTGGTCTTCT TTGTGTGCTG 1020 
GGCACCCTAC TATGTGCTAC AGCTGACCCA GTTGTCCATC AGCCGCCCGA CCCTCACCTT 1080 
TGTCTACTTA TACAATGCGG CCATCAGCTT GGGCTATGCC AACAGCTGCC TCAACCCCTT 1140 
TGTGTACATC GTGCTCTGTG AGACGTTCCG CAAACGCTTG GTCCTGTCGG TGAAGCCTGC 1200 
AGCCCAGGGG CAGCTTCGCG CTGTCAGCAA CGCTCAGACG GCTGACGAGG AGAGGACAGA 1260 
AAGCAAAGGC ACCTGAACTA GTT 1283 
<210> 18 
<211> 420 
<212> RNA 
<213> Human 
<400> 18 

CAAAAGCUGG AGCUCCACCG CGGUGGCGGC CGCUCUAGCC CACUAGUDCA GGUGCCUDUG 60 
CUUUCUGUCC UCUCCUCGUC AGCCGUCUGA GCGUUGCUGA CAGCGCGAAG CUGCCCCUGG 120 
GCUGCAGGCU UCACCGACAG GACCAAGCGU UUGCGGAACG UCUCACAGAG CACGAUGUAC 180 
ACAAAGGGGU UGAGGCAGCU GUUGGCAUAG CCCAAGCUGA UGGCCGCAUU GUAUAAGUAG 240 
ACAAAGGUGA GGGUCGGGCG GCUGAUGGAC AACUGGGUCA GCUGUAGCAC AOAGUAGGGU 300 
GCCCAGCACA CAAAGAAGAC CAGACAGAUG GCGAUGGCUG UGCGGGUCAC CCUCUUUGUC 360 
CGCAGCCGGA UGCDGCGCUG GGAGGCGGGG GCCACUGAGG ACGUCAUGCG CUGCAGGAUC 420 
<210> 19 
<211> 18 
<212> PRT 
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<213> Rat 

<223> The 6th cystein residue binds with the 15th cystein residue t for 
d a intra-aolecular disul fide-bond. 
<400> 19 

Phe Asp Met Leu Arg Cys Met Leu Gly Arg Val Tyr Arg Pro Cys Trp 

15 10 15 

Gin Val 
18 

<210> 20 
<211> 17 
<212> PRT 
<213> Rat 

<223> The 5th cystein residue binds with the 14th cystein residue to for 
ra a intra-molecular disul fide-bond. 
<400> 20 

Asp Met Leu Arg Cys Met Leu Gly Arg Val Tyr Arg Pro Cys Trp Gin 

15 10 15 

Val 

17 

<210> 21 
<211> 16 
<212> PRT 
<213> Rat 

<223> The 4th cystein residue binds with the 13th cystein residue to for 
m a intra-molecular disul fide-bond. 
<400> 21 

Met Leu Arg Cys Met Leu Gly Arg Val Tyr Arg Pro Cys Trp Gin Val 

15 10 15 16 

<210> 22 

9 3 H}|E#2 00 0-3 0 0 2 8 2 0 
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<211> 15 
<212> PRT 
<213> Rat 

<223> The 3rd cystein residue binds with the 12th cystein residue to for 
b a intra-molecular disul fide-bond. 
<400> 22 

Leu Arg Cys Met Leu Gly Arg Val Tyr Arg Pro Cys Trp Gin Val 

15 10 15 

<210> 23 
<211> 14 
<212> PRT 
<213> Rat 

<223> The 2nd cystein residue binds with the 11th cystein residue to for 
m a intra-molecular disul fide-bond. 
<400> 23 

Arg Cys Met Leu Gly Arg Val Tyr Arg Pro Cys Trp Gin Val 

15 10 
<210> 24 
<211> 13 
<212> PRT 
<213> Rat 

<223> The 1st cystein residue binds with the 10th cystein residue to for 
m a intra-nolecular disul fide-bond. 
<400> 24 

Cys Met Leu Gly Arg Val Tyr Arg Pro Cys Trp Gin Val 

15 10 



9 4 
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[0 0 9 0] 

[01] "7 V hflK*>e>^$gbfeHPLC7^^i/3>K:oV^TCH0/SLC-lMijg#M69 
fcCAMP-£*&#JiS!l?Stt £ WE. L tz. £ a^f 0 £ ^"T „ 

[0 2] ##MH£©^y hfliHPLC^^^^a^ts^CAMP-a-^ai^ttCD^'n 
^-if&SlCtt^£#gfr£^1-0£^-r o 

[03] ##M3*fJ(D0DS;*7^A (Develosil ODS-UG-3) T-5ffMbfc®:$Hc-D^ 

[04] ^SLC-lM^^CH0«|ilS^*^CO^^Tin situ/W ^ V #4 if- is 

a>iz£ *; mfc^-mmm & itm l & 0 » 

[0 5] m* ©^<DMCH©CHO/SLC-lM|glcM ScAMP^#PM?Stt$:^i-. 
[0 6 ] ©^SOMCH©CB0/SLC-l«HflglC>^-r S T ^ ^ K>»fW»ftffifiH£ 

[0 7] MCB, MCH(2-19), MCH(3-19), MCH(4-19), MCfl(5-19), MCH(6-19) £ J; & 
MCH(7-19)<DGTPrSA-f V *fe>f «rfflV\feTdT— ^ h*Stt£?RJ/£ bfc 

^Sr^t-0&^i-o 

[0 8] #7"f V h-^lOl/ h>-/A>#-i£^lC«J:oT§§^#fc£*lfcliCH, M 
CH(2-19), MCH(3-19), MCH (4-19) 35 <fc MCH(5-19) CDGTP 7 SA>f > -7= -f > ^7 «y 

[09] 7^<;^^>-7^>^-^$:MV^Tf^igLfe[ 125 I]-^MCH(4-19)©ll h 

[01 0] ^;l/h>-A>^^-|*^$:fflV^T^S?L^[ 125 I]-^MCH(4-19)^cM 
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[S3] 



n na ODS-OG-3 HPLC 

0. OB 




« 5 6 7 89 10 1112 13 24 15 16 17 1819 20 21 2223 



150 




tn to fv-<o<no — 04tr>**mat*~ cooto *— ca *n 



2 
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3 
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[05] 
125 




rat MCH(M) 




rat MCH(M) 
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[07] 



MCH 




1E-12 1E-11 IE- 10 1E-09 1E-08 1E-07 1E-06 



Ligand conce ntration (M) 



tf5H# 2000-3002820 



# 



1 1—249300 



[®8] 
125 



-H ioo 
3 
I 

CD 



B 



— • — MCH 

— ■— BH-MCH(2-19) 
— *— BH-MCH(3-19) 
— *— BH-MCH(4-19) 
--*--BH-MCH(5-19) 
— ♦ — BH-MCH 




1E-12 1E-11 IE- 10 1E-09 1E-08 1E-07 1E-06 
Lagand concentration (M) 



[H9] 

10000 

8000 h 



| 6000 



4000 



2000 




0.5 1 1.5 

Membrane concentration( jig /a88ay) 
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[01 0] 
100 r 




1E-11 IE- 10 1E-09 1E-08 1E-07 
Ijgand concentration(M) 
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mm 

tt^©££Mv^rt £#&ti-5MCH£fcW:^cQ&£: slc- 1 Sfcte-e© 

wis* Ai«i*a &*f-?o?£&if©^B$ • mmm&¥£LTm^2>z.£.tfx~ 

l^3li> &fi&^JRi8B, JfcJB«5E, ^ttgk £«$gfe -PS, Prader-Willi^ 
#g¥&£f©^B& • te^fc££LTMv^;i:£#T*i££ S LC- 1 y>#:jr-><. 
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ffim%?^ (0 0 00 0 2 9 34) 
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